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Aquatic vertebratesDue to their versatility, robustness, and low production costs, plastics are used in a wide variety of appli-
cations. Plasticizers are mixed with polymers to increase ﬂexibility of plastics. However, plasticizers are
not covalently bound to plastics, and thus leach from products into the environment. Several studies have
reported that two common plasticizers, bisphenol A (BPA) and phthalates, induce adverse health effects
in vertebrates; however few studies have addressed their toxicity to non-mammalian species. The aim of
this review is to compare the effects of plasticizers in animals, with a focus on aquatic species. In sum-
mary, we identiﬁed three main chains of events that occur in animals exposed to BPA and phthalates.
Firstly, plasticizers affect development by altering both the thyroid hormone and growth hormone axes.
Secondly, these chemicals interfere with reproduction by decreasing cholesterol transport through the
mitochondrial membrane, leading to reduced steroidogenesis. Lastly, exposure to plasticizers leads to
the activation of peroxisome proliferator-activated receptors, the increase of fatty acid oxidation, and
the reduction in the ability to cope with the augmented oxidative stress leading to reproductive organ
malformations, reproductive defects, and decreased fertility.
 2014 The Authors. Published by Elsevier Inc. This is an open access article under the CC BY-NC-SA license
(http://creativecommons.org/licenses/by-nc-sa/3.0/).1. Introduction
Versatility, robustness, and low cost render plastics the material
of choice for many applications. Polymers that are not processable
or useful in their natural form are mixed with plastic additives.
This broad category of chemicals includes ﬂame retardants, surfac-
tants, blowing agents, and plasticizers, amongst others. Plasticizers
are the most common plastic additives and provide polymers with
ﬂexibility by lowering their glass transition temperature (Daniels,
2009), and due to today’s large number of plastic applications, a
greater variety of plasticizers exist. However, plasticizers are often
not covalently bound to the plastic matrix, and thus can slowly dif-
fuse out of plastics leading to wide environmental contamination
(Demir and Ulutan, 2013; Fromme et al., 2002; Munksgaard,
2004; Nara et al., 2009). Plasticizers are ubiquitous and numerous
studies have conﬁrmed the presence of plasticizers and their
metabolites in air, soil, water, and animal and human body ﬂuids(Horn et al., 2004). Bisphenol A (BPA) and phthalates are amongst
the most important plasticizers. Several studies have shown that
these compounds induce endocrine toxicity to all levels of organi-
zation in mammals. This review aims to compare and contrast the
effects of plasticizers in animals, with a special focus on aquatic
species. The following sections present the pathways of entry of
the main plasticizers in the environment and discuss their sub-
lethal effects on the thyroid hormone (TH) and sex steroid axes,
and highlight new research directions.2. Plasticizer uses and pathways of entry into the environment
BPA is a high production volume plastic monomer and plasti-
cizer. About 1,150,000 metric tons were produced in the Europe
Union in 2005–2006 (reviewed in Oehlmann et al., 2008). BPA is
a plasticizer of choice for its cross-linking properties (Alonso-
Magdalena et al., 2006); however, after polymerization, unbound
monomers that remain may be released into the environment
(Brotons et al., 1995). The temperature (Tan and Mustafa, 2003),
pH (Xu et al., 2011), and fat content (Lopéz-Cervantes and
Paseiro-Losada, 2003) of materials or tissues in contact with plas-
ticized polyvinyl chloride (PVC) can modulate BPA leaching. BPA
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sealants (Olea et al., 1996), tin cans (Brotons et al., 1995), and food
contact items (Biles et al., 1997; Fasano et al., 2012; reviewed in
Vandenberg et al., 2007). These exposure pathways lead to the
detection of BPA in human adult and fetal serum (reviewed in
Vandenberg et al., 2007), urine (Calafat et al., 2005; Hauser et al.,
2007), breast milk (Sun et al., 2004), and adipose tissue
(Fernandez et al., 2007). Following absorption, BPA is rapidly
metabolized into inactive metabolites and excreted in urine. In
addition, BPA enters the environment via open disposal or recy-
cling of products containing BPA. The amount of BPA leaching from
plastic wastes can be as high as 139 mg/kg (Yamamoto and
Yasuhara, 1999). Sewage and plastic leachate then lead to contam-
ination of surface waters, groundwater, and sediment (Fromme
et al., 2002). BPA degrades in aerobic environments within a few
days (Fig. 1A–F; Suzuki et al., 2004a), but does not degrade in
anaerobic conditions (reviewed in Rykowska and Wasiak, 2006;
and in Staples et al., 1998).
Phthalates have been used in PVC since 1926 to render it ﬂexi-
ble, pliable, and elastic, but are now used in many other plastic
types and at higher concentrations (Oehlmann et al., 2009). As with
BPA, phthalates are not irreversibly bound to the matrix, and there-
fore diffuse and evaporate out of the polymer. Food (Bradley et al.,
2013), food packaging (Cao, 2010; Fasano et al., 2012), alcoholic
beverages (Leitz et al., 2009), PVC ﬂooring (Carlstedt et al., 2012),
cosmetics/personal care products (Sathyanarayana et al., 2008;
Shen et al., 2007), blood/intravenous solution storage bags (KimFig. 1. Examples of biological degradation pathways of BPA and phthalates. (A) BPA consi
of BPA is oxidized to form 2,2-bis(4-hydroxyphenyl)-1-propanol (C) and further transfo
tetraol. (E) Tetraol is further degraded to 4-hydroxybenzoic acid (F) and 2-hydroxy-1-(4
diesters have an aromatic ring and two esters on adjacent carbons. (H) Diesters are metab
acid and alcohol. The resulting alcohols are of added concern due to their high volatility.
monoesters, alcohols and phthalic acid. Adapted from Horn et al. (2004) and Liang et alet al., 1976; Monfort et al., 2012; Štrac et al., 2013), and medicinal
products/dietary supplements (Hernández-Díaz et al., 2009; Kelley
et al., 2012) are all items known for releasing phthalates. Phthalate
diesters have a central ring and two esters in common (Fig. 1G).
Ortho-phthalate diesters have the esters on consecutive carbons
and are the most abundant isomers, therefore the preﬁx ortho is
generally not used. Iso-phthalate diesters have their R groups in
position 1 and 3, while tere-phthalate diesters exhibit chains on
opposite carbons. The alkyl chain length of the esters can vary
greatly, which affects the properties of the phthalates. Longer
chains have higher molecular weights, and tend to have longer
retention times and slower migration rates in plastics. Conse-
quently, the industry started replacing the shorter chained di-(2-
ethylhexyl) phthalate (DEHP; 6-carbon chains) by the longer chain
and less mobile diisononyl phthalate (DINP; 9-carbon chains; Koch
et al., 2007). After uptake, ortho-phthalate diesters are rapidly
degraded to phthalate monoesters (Fig. 1H) and are excreted in
body ﬂuids. Monoesters harbor one ester and one carboxylic acid
on the aromatic ring. As common degradation end-products, these
monoester metabolites are targeted for biomonitoring and for epi-
demiological studies (Aylward et al., 2009; Blount et al., 2000;
Huang et al., 2007; Koch et al., 2007; Mazzeo et al., 2007; Mieritz
et al., 2012; reviewed in Wittassek et al., 2011). Contaminated
urine and other inﬂuents represent a signiﬁcant source of phtha-
lates in the environment because wastewater treatment plants
do not effectively remove plasticizers from the efﬂuent (Barnabé
et al., 2008; Clara et al., 2010; Kusk et al., 2011; Soliman et al.,sts of two aromatic rings with a hydroxyl group on either end. (B) One methyl group
rms to intermediate metabolites 2,2-bis(4-hydroxyphenyl)propanoic acid (D) and
-hydroxyphenyl) ethanone. Adapted from Suzuki et al. (2004a). (G) Ortho-phthalate
olised into phthalate monoesters and alcohol. (I) Further degradation yields phthalic
For most ortho-phthalates, the degradation is incomplete and results in a mixture of
. (2008).
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their widespread manufacture and their high concentration in
plastics, disposal of plastics is a major source of environmental
contamination via landﬁll leachate (Zheng et al., 2007) resulting
in phthalates being ubiquitous in the environment (Blair et al.,
2009; Fromme et al., 2002; Michael et al., 1984; Suzuki et al.,
2001; Teil et al., 2007). For example, DEHP can be found in river
sediment at levels as high as 110 mg/L (Horn et al., 2004). Phtha-
lates have half-lives ranging from a few hours to a few months in
surface water, marine water, and soil (reviewed in Staples et al.,
1997). Therefore, phthalates can remain in aquatic ecosystems
for long period of time, which can pose a risk to aquatic living
organisms.
3. PPARs as central mechanisms of action
The transcriptional function of the peroxisome proliferator-acti-
vated receptors (PPARs) is believed to be the main mechanism of
action behind plasticizer-induced transcriptional changes
(Gazouli et al., 2002), reproductive organ toxicity (Hurst and
Waxman, 2003, reviewed in Latini et al., 2008), oxidative stress
(Lee et al., 2007), and mortality (Abbott et al., 2007). PPARs are
nuclear receptor proteins that bind to speciﬁc DNA sequences,
and regulate DNA transcription. PPARa regulates genes that con-
trol fatty acid degradation, PPARb regulates genes that control fatty
acid metabolism, and PPARc regulates genes that control glucoseFig. 2. Examples of the known effects and mechanisms of action of plasticizers (P), inclu
PAE increase the activity of the sodium/iodide symporter, leading to increased iodide upt
BPA/PAE on TH synthesis are unclear. (2) BPA/PAE impede with the binding of TH to thyr
retinoid X receptor (RXR) is reduced by BPA/PAE, thus reducing the capacity to form h
leading to effects at the individual level. (4) Peroxisome proliferator-activated receptors (
(5) After forming heterodimers and binding to response elements, peroxisome proliferatio
species (ROS). (7) Transcription, translation and activity of scavenger is decreased, leadin
transport by reducing scavenger receptor class B-1, (9) steroidogenic acute regulatory pro
of a series of enzymes necessary for steroidogenesis is repressed, leading to lower testost
are also decreased, resulting in lessened estradiol synthesis when animals are exposed to
levels. (12) Finally, cortisol levels are reduced in BPA/PAE treated animals.levels (Berger and Moller, 2002). Studies have shown that both
BPA and phthalates can alter the expression of PPARs in mammals
(Hurst and Waxman, 2003) (Fig. 2; schematic reaction #4). In an
in vitro study conducted by Phrakonkham et al. (2008), mouse
embryo ﬁbroblasts exposed to 18 mg/L BPA for two days exhibited
an increase in Pparc2 expression. Likewise, Ppara and Pparc tran-
scripts were increased in DEHP treated rats (Xu et al., 2010).
Mono-(2-ethylhexyl) phthalate (MEHP) also increased the expres-
sion of PPARa and PPARb in human liposarcoma cells (Campioli
et al., 2011), and upregulated PPARc target genes in 3T3-L1 cells
(Feige et al., 2007), but reduced the expression of PPARc in liposar-
coma cell line (Campioli et al., 2011). Similar protein expression
alteration was reported in rats following exposure to monoester
phthalates (Lee et al., 2007; Xu et al., 2010). For example, MEHP,
monobenzyl phthalate (MBzP), and mono-sec-butyl phthalate
(MBuP) all activate PPARa and PPARc in the mouse, human, and
3T3-L1 preadipocytes (Feige et al., 2007; Hurst and Waxman,
2003; Maloney and Waxman, 1999). Since monoesters can also
activate PPARs, phthalate metabolites may be the active ingredi-
ents in diesters’ effects in PPAR molecular disruption. This could
explain why phthalates that are harboring long alkyl chains and
that slowly hydrolyze, such as DEHP, are less potent in affecting
PPARs than their corresponding monoesters (Gray et al., 1983;
Maloney and Waxman, 1999).
Phthalate’s interaction with PPARs can disrupt the expression of
downstream PPAR-related genes. PPARs can form heterodimersding bisphenol A (BPA) and phthalates (PAE), for each organisational level. (1) BPA/
ake. Although iodide is necessary for thyroid hormone (TH) production, the effects of
oid hormone receptors (TR) by binding to TR themselves. (3) The gene expression of
eterodimers with TR. By doing so, the regulation of TH-related genes is disrupted,
PPARs) gene and protein expressions are increased. BPA/PAE can also activate PPARs.
n is increased. (6) Fatty acid oxidation then lead to the formation of reactive oxygen
g to detrimental effects at the organ and individual levels. (8) PAE reduce cholesterol
tein and peripheral benzodiazepine receptor mRNA levels. (10) The gene expression
erone levels. (11) The gene expression, protein expression and activity of aromatase
BPA/PAE. These effects then induce changes at the organ, individual and population
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sensors for lipophilic hormones, fatty acids, and their metabolites
(Fig. 2; schematic reactions #4-6). Amongst others, these heterodi-
mers can regulate transcription by binding and transactivating per-
oxisome proliferator response elements (PPREs) located in the 50
regulatory region of downstream peroxisome proliferator-acti-
vated genes (Hurst and Waxman, 2003). When the expression of
downstream fatty acid metabolism-related genes is altered, for
example, peroxisome proliferation takes place (reviewed in
Schoonjans et al., 1996). Peroxisome proliferation is affected differ-
ently according to the molecular structure of the phthalates (Gray
et al., 1983; Mann et al., 1985). As aforementioned, it is likely that
the length of phthalate molecules drives phthalate potency to
PPARs, and shorter phthalates have the greatest effect on peroxi-
some proliferation. Small molecules such as 2-ethylhexanol (2-
EH; fatty alcohol used in phthalate production) are capable of
inducing a peroxisomal response. For example, 2-EH has been
shown to induce the activity of carnitine acetyltransferase (a mar-
ker of peroxisome activity) in rat hepatocytes (Gray et al., 1983)
and to elevate cyanide-insensitive palmitoyl CoA oxidation
(another marker of peroxisome proliferation) in in vivo treated
rodents (Keith et al., 1992). Differences in phthalate metabolism
can also affect their ability to alter PPARs and peroxisome prolifer-
ation. DEHP, DINP, and di(2-ethyhexyl) terephthalate (DEHT) did
not induce peroxisome proliferation in mammals (Barber and
Topping, 1995; Kurata et al., 1998; Lington et al., 1997; Topping
et al., 1987), possibly because their metabolism does not lead to
the formation of monoesters. For example, DEHT is known to pro-
duce no metabolites as it completely hydrolyzes, i.e., yielding two
moles of alcohol per mole of phthalate diester (Topping et al.,
1987); whereas ortho-phthalates do not completely hydrolyze
when they are metabolized, which results in the formation of
shorter phthalate metabolites (Faber et al., 2007a; Wirnitzer
et al., 2011). This difference in metabolism could contribute to
explain the range of peroxisome proliferation by phthalates. In
addition, branched phthalates were shown to be more potent per-
oxisome proliferators than their straight chain analogs (Gray et al.,
1983; Mann et al., 1985). Although a lot of research effort has been
focused on PPARs, it is important to continue to characterize the
molecular, cellular, and organismal effects of phthalates, along
with other possible mechanisms of action. Sub-lethal effects of
plasticizers are presented in the following sections.4. Development impairment via the thyroid and growth
hormone axes
One of the hormonal axes disrupted by plasticizers is the TH
axis. THs play a crucial role in the regulation of development,
metabolism, and heart function (Hofmann et al., 2009), and in
the regulation of metamorphosis in amphibian species (Shen
et al., 2011). Thyrotropin-releasing hormone (TRH) is ﬁrst released
by the hypothalamus, and together with triiodothyronine (T3) and
thyroxine (T4), these hormones control the rate of thyroid-stimu-
lating hormone (TSH) release in the pituitary gland. In turn, TSH
induces the synthesis of T4 in the thyroid gland. Deiodinases
(dio1, 2 and 3) can convert T4 to T3 or reverse T3 (rT3), and both
compounds further degrade into 3,30-diiodothyronine (T2;
Stroheker et al., 2004). The physiological effects of T3 and T4 are
mediated through the binding to nuclear thyroid hormone recep-
tors alpha and beta (TRs; TRa and TRb; Flood et al., 2013). Contam-
inants have been shown to act primarily by producing a
‘hypothyroidism condition’, which involves either the inhibition
of iodide uptake, the inhibition of T4 and/or T3 synthesis, the upreg-
ulation or downregulation of deiodinases, and/or the increase of T4
and/or T3 catabolism (Degitz et al., 2005).4.1. Effects of BPA on the thyroid hormone axis
BPA has been shown to disrupt the expression of TH-related
genes in aquatic species and mammals. BPA downregulated the
expression of T3-response genes, including the stromelysin-3
(st3), the basic leucine zipper transcription factor (th/bzip), the
matrix metalloproteinase (mmp2), and the tissue inhibitor of
metalloproteinase (timp2) in the African clawed frog (Heimeier
et al., 2009). Likewise, Iwamuro et al. (2006) showed that BPA
decreased the expression of trs and rxrc in a frog tail culture. The
authors suggested that BPA induces its effect by directly binding
to TRs (Iwamuro et al., 2003, reviewed by Zoeller, 2005). However,
in rodents, BPA was shown to be a weak ligand to liver TRa and
TRb, but the presence of BPA did not activate TRs in Sprague Daw-
ley rat (Moriyama et al., 2002). Despite BPA’s weak binding to TR,
plasticizers have been shown to be potent inhibitors of T3 binding
to human TH-binding proteins (Ishihara et al., 2003). Much of the
inhibition of T3 by BPA is likely due to its ability to increase the
activity of transcriptional corepressors to the TR, which suppresses
TRmediated transcription and consequently causes TH antagonism
(Moriyama et al., 2002). Further studies should conduct receptor
binding assays in amphibians to elucidate the afﬁnity of plasticiz-
ers to the frog TRs.
In addition, TH-related effects have been observed at the indi-
vidual level. In mammals, sheep exposed to 5 mg/kg BPA per day
from day 30 to day 90 prenatally had lower birth weights
(Savabieasfahani et al., 2006). In amphibians, BPA hindered the
T3-induced intestinal remodeling (African clawed frog; Heimeier
et al., 2009), blocked the T3-dependent resorption of the tail, and
shortened the interocular distance in tadpoles (African clawed
frog; Imaoka et al., 2007; Iwamuro et al., 2003). Similarly, African
clawed frogs treated with 2.3–5.7 mg/L BPA from Nieuwkoop–
Faber stage 52 until stage 62 exhibited a delay of one to two devel-
opmental stages behind control animals (Iwamuro et al., 2003;
Nieuwkoop and Faber, 1994) and displayed shorter body length
at 4.6 mg/L BPA (Sone et al., 2004). Likewise, in ﬁsh, tail length,
total length, and body weight were all reduced in Japanese medaka
and swordtail ﬁsh chronically treated with BPA at concentrations
as low as 2 lg/L (Kwak et al., 2001; Yokota et al., 2000). In addition,
BPA delayed hatching in zebraﬁsh (13.8 mg/L BPA; Duan et al.,
2008) and delayed hatching, yolk absorption, and ﬁrst feeding by
about seven days in juvenile rainbow trout (30–100 lg/mL BPA;
Aluru et al., 2010). The authors suggested that BPA may have
increased vitellogenin (vtg) mRNA level, decreased in growth hor-
mone (GH)-related gene expression and/or shifted the energy allo-
cation from somatic growth to vitellogenesis. Furthermore,
delayed hatching was observed in zebraﬁsh exposed to 13.81 mg/
L BPA at 72 hours post fertilization (Duan et al., 2008). Altogether,
BPA was shown to delay development and to reduce offspring
weight and size by affecting the transcription of TH-related genes
in vertebrates.
4.2. Effects of phthalates on the thyroid axis
Similarly to BPA, three phthalates were shown to disrupt the
expression of TH-related genes in amphibians (Fig. 3). DEHP is a
potent inhibitor of the TR ligand-binding domain and was deemed
to be four orders of magnitude less potent than T3 in bullfrog
(Ishihara et al., 2003). Likewise, benzyl butyl phthalate (BzBP)
exhibited T3-antagonist activity by impeding with the T3-induced
increase in trb transcript in African clawed frog tadpoles exposed
to BzBP (Sugiyama et al., 2005). Similarly, tadpoles of the African
clawed frog exposed for 21 days to dibutyl phthalate (DBP) and
its metabolite monobutyl phthalate (MBP) also led to TH disrup-
tion (Shen et al., 2011). Concentrations as low as 2 mg/L of both
DBP and MBP altered the expression of four TH-related genes; trb
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Fig. 3. BPA, phthalate monoesters and phthalate diesters affect the thyroid hormone, growth hormone, sex steroid, and stress axes. Decreases in transcription, translation,
and activity are represented in black solid lines. Inhibition of endogenous hormone binding to receptors is also represented in black solid lines; whereas opposite effects are
represented in gray dashed lines. 17b-HSD: 17b hydroxysteroid dehydrogenase, 3b-HSD: 3b Hydroxysteroid dehydrogenase, AR: androgen receptor, BPA: bisphenol A, BzBP:
benzyl butyl phthalate, CAT: catalase, CYP11A1: cytochrome P450 side-chain cleavage, CYP17A1: cytochrome P450c17, CYP19: aromatase, DAP: diallyl phthalate, DBP:
dibutyl phthalate, DCHP: dicyclohexyl phthalate, DEHP: di-(2-ethylhexyl) phthalate, DEP: diethyl phthalate, DHCR7: 7-dehydrocholesterol reductase, DHP: dihexyl phthalate,
DHT: dihydrotestosterone, DMP: dimethyl phthalate, DNOP: dioctyl phthalate, DNP: dinonyl phthalate, DPeP: dipentyl phthalate, DPrP: dipropyl phthalate, E2: estradiol, ERs:
estrogen receptors, FSH: follicle-stimulating hormone, GPX: glutathione peroxidase, GSH: glutathione, HSP70: heat shock protein 70, IGFs: insulin-like growth factor, INSL3:
insulin-like hormone 3, LH: luteinizing hormone, MBP: monobutyl phthalate, MBzP: monobenzyl phthalate, MEHP: mono-(2-ethylhexyl) phthalate, MEP: monoethyl
phthalate, MMP: monomethyl phthalate, MNOP: mono-n-octyl phthalate, MPeP: monopentyl phthalate, PBR: peripheral benzodiazepine receptor, PPARa: peroxisome
proliferator-activated receptor alpha, PPARc: peroxisome proliferator-activated receptor gama, RXRc: retinoid X receptor gamma, SOD: superoxide dismutase, SRB1:
scavenger receptor class B-1, StAR: steroidogenic acute regulatory protein, T: testosterone, THs: thyroid hormones, TRs: thyroid receptors, TSHs: thyroid-stimulating
hormones, VTG: vitellogenin.
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upregulated (Shen et al., 2011). To compensate for thyroid antago-
nistic activity, such as decreases in circulating concentrations of T4
and T3, or inhibition of TR, feedback regulation may result in induc-
tion of TSH (Boas et al., 2012). Conversely, in rodents, the expres-
sion of tra1 was upregulated in testes of rats treated with DBP
(Lee et al., 2007). Shen et al. (2011) attempted to shed light on
the possible mechanism of action of DBP. For this, the authors used
a mammalian two-hybrid assay to test DBP and its metabolite
MBP. They found that both phthalates enhanced the interactions
between TRb and its co-repressor the Silencing Mediator of Reti-
noic Acid and Thyroid Hormone Receptor (SMRT) in a dose-depen-
dent manner. SMRT is a transcriptional coregulatory protein that
represses transcription pathways, suggesting that DBP and MBP
impair the TH system by suppressing TH-related transcripts
(Shen et al., 2011).
In addition to their effects at the molecular level, phthalates can
increase TH levels and the proliferation of TH-induced cells. For
example, seven injections of 750 lg/100 g body weight of DEHP
over 14 days yielded signiﬁcant increases of T3 and T4 in the serum
of female rats (Gayathri et al., 2004). The mechanism of action of
phthalates in inducing TH levels remains unclear; however, some
researchers have put forward some hypotheses. Gayathri et al.
(2004) suggested that phthalates could induce hyperactivity of
the thyroid gland; while Wenzel et al. (2005) proposed that phtha-
lates could enhance the iodide intake by increasing the activity of
the sodium/iodide symporter. Currently, it is unknown if plasticiz-
ers can alter the levels of TH in aquatic species.
Similarly to BPA, TH disruption by phthalates can lead to devel-
opmental abnormalities. It has been demonstrated that phthalates
can affect rodent development, and that phthalate potency
depends on the length of their alkyl chains (Field et al., 1993;
Saillenfait et al., 2006). Short (methyl and ethyl) phthalates yield
low or no developmental toxicity in rodents (Field et al., 1993),
while mediumweight phthalates (butyl) increase the rate of devel-
opmental malformation (Saillenfait et al., 2006). For example,
pregnant rats fed 0.2–4.0 g/kg/day diethyl phthalate (DEP) or
dimethyl phthalate (DMP) on gestational days 6–15 did not exhibit
maternal toxicity and embryo or fetal development was not
affected except for an increase in the number of ribs in the highest
concentration of DEP (Field et al., 1993). However, pregnant rats
fed 0.25–1.0 g/kg/day diisobutyl phthalate (DIBP) on gestational
days 6–20 decreased body weight gain in the mothers and fetuses
and higher incidences of fetus malformations were observed in the
highest doses (0.75 and 0.1 g/kg/day; Saillenfait et al., 2006). In
aquatic species, numerous studies have provided evidence that
short, medium, and long chained phthalates have deleterious
effects on their development. Studies have shown that exposure
to 0.1 and 1.0 lg/L DEHP delayed the hatching time of Japanese
medaka embryos (Chikae et al., 2004), and exposure to that same
phthalate in concentrations from 0.2 to 40 lg/L affected signaling
pathways involved in the maturation, growth and ovulation of zeb-
raﬁsh oocytes (Carnevali et al., 2010). Carnevali et al. (2010) dem-
onstrated that DEHP increases the protein expression of bone
morphogenetic protein 15 (bmp15), leading to a decrease in lutein-
izing hormone receptor (lhr), and membrane progesterone recep-
tors (mpr) gene expression; all important genes involved in
oocyte maturation and ovulation. Phthalates also alter metamor-
phosis in amphibians (Dumpert and Zietz, 1984; Shen et al.,
2011). Dumpert and Zietz (1984) demonstrated delayed develop-
ment and reduced pigmentation of African clawed frog tadpoles
when exposed to 2 mg/L DEHP. In addition, Shen et al., 2011 found
that exposing African clawed frog tadpoles to 2, 10, and 15 mg/L
DBP and MBP for 21 days resulted in delayed metamorphosis
development and signiﬁcantly reduced the interocular distance
and whole body length at 15 mg/L DBP and MBP. Similarly, Zhouet al. (2011a) exposed abalone embryos to DMP, DBP, DEHP,
diethyl phthalate (DEP), and dioctyl phthalate (DNOP), and also
noted a delay in mollusc metamorphosis. The authors demon-
strated that abalone metamorphosis was suppressed in the 0.2–
2 mg/L range (Zhou et al., 2011a). In summary, intermediate
weight phthalates suppressed development in rodents, while all
alkyl chain lengths affected amphibians, ﬁsh and mollusc
development.
4.3. Effects of BPA and phthalates on stress axis and immune system
BPA and phthalates may also interact with TH axis, through
modulating the stress and immune responses. Corticosteroids (par-
ticularly glucocorticoids) are hormones that are initially released
into circulation shortly after exposure to stress, ultimately in
response to stimulation by corticotropin-releasing hormones
(CRH; Carrasco and Van de Kar, 2003). The complex interaction
of CRH on the TH axes is regulated in both an age-dependent and
tissue-speciﬁc manner (reviewed in Castañeda Cortés et al.,
2014; Gray and Janssens, 1990; Suzuki and Kikuyama, 1983). Spe-
ciﬁcally, the interaction of glucocorticoids and TH axis generally
occurs during periods of rapid morphological changes during
development, such as during metamorphosis (Bonett et al.,
2010). For example, in metamorphosing amphibians, corticoste-
rone concentrations rise in concert with TH (Glennemeier and
Denver, 2002). Phthalates decrease the expression of cholesterol
transport and steroidogenesis genes, but there have been few stud-
ies on their interactions with corticosteroid-speciﬁc genes. In neo-
nate rats exposed via the milk of dams fed BzBP through gavaging,
BzBP upregulated the expression of corticotropin releasing hor-
mone 1 (CRHR1) in mammary glands of neonates (Moral et al.,
2007). Cortisol levels decreased in female rats exposed to DEHP
for 14 days (Gayathri et al., 2004) and decreased in a concentra-
tion-dependent manner in H295R human adrenocortical carci-
noma cells exposed to BPA (Zhang et al., 2011). After exposing
placental JEG-3 cells to BPA at or above 25 lM, CRH mRNA expres-
sion was elevated, and as was the binding activity of the cyclic AMP
response element, which is an important regulatory element of the
CRH promoter (Huang et al., 2012). Following low but chronic to
exposure of BPA to male and female pubescent rats, BPA-treated
females had higher concentrations of basal corticosterone and
lower concentrations of hypothalamic glucocorticoid receptors
(Panagiotidou et al., 2014). BPA altered the basal and stress-
induced activity of the hypothalamic pituitary–adrenal/interrenal
(HPA) axis in a sexually dimorphic manner, as unlike females,
BPA-exposed males had a higher corticosterone stress response
compared with females and maintained the pre-stress concentra-
tions of pituitary CRH-receptor 1. Conversely, in an in vitro exper-
iment with rainbow trout, six phthalates failed to displace cortisol
from glucocorticoid receptors from either liver or brain (Knudsen
and Pottinger, 1999), which suggests that phthalates do not affect
the corticosteroid axis by acting as an agonist/antagonist through
glucocorticoid receptor binding, but through other pathways. Fol-
lowing exposure of marine medaka to 0.1 and 0.5 mg/L DEHP
and MEHP from hatching to adulthood, a number of effects were
found, including increased liver VTG in males, histological changes
in testes and ovaries, reduced spermatozoa in testes, and increased
atretic follicles in ovaries and increased plasma 17b-estradiol (E2)
in both sexes (Ye et al., 2014). In addition, rainbow trout had signif-
icantly higher basal plasma cortisol concentrations when exposed
to BPA as oocytes (Aluru et al., 2010). Despite these endocrinolog-
ical changes, no changes in the glucocorticoid receptor mRNA were
found in either sex. In summary, plasticizers impede with develop-
ment by disrupting the expression of TH-related genes, by binding
to TRs, by inﬂuencing THs levels, and by enhancing the interactions
between TR and a co-repressor.
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Development is also regulated by the GH axis, but studies doc-
umenting the effects of plasticizers on this endocrine axis are
scarce. Aluru et al. (2010) exposed juvenile rainbow trout to 0,
30, and 100 lg/mL BPA for 3 h in ovarian ﬂuid followed by fertiliza-
tion and showed that BPA decreased the expression of genes
involved in the endocrine regulation of growth and development,
including the insulin-like growth factor 1 and 2 (igf-1 and 2),
IGF-1 receptor alpha and beta (igf-1ra and b), and growth hormone
receptors 1 and 2 (ghr1 and 2). In contrast, in rodents, dietary expo-
sure to 500 mg/kg/day DBP for seven to nine days increased the
expression of the insulin-like growth factor gene family in the
Wolfﬁan ducts of rats (Bowman et al., 2005). More speciﬁcally,
DBP enhanced IGF-1, IGF-2, IGF-1r, and insulin-like growth factor
binding protein 5 (IGFBP-5) mRNA levels, and DBP also increased
the expression of other growth regulator genes, such as bone mor-
phogenetic protein 4 (BMP4), ﬁbroblast growth factor 10 (FGF10),
and ﬁbroblast growth factor receptor 2 (FGFR2; Bowman et al.,
2005). Clear mechanisms of action for plasticizers’ effects on the
GH axis have yet to be elucidated.5. Reproduction alterations mediated by plasticizers
The classic organizational–activational theory of the develop-
ment of secondary sexual characteristics postulates that they are
regulated by a combination of permanent (organizational) and
temporary (activational) effects that are regulated by sex steroids
(Phoenix et al., 1959). Organizational effects tend to have develop-
mentally ﬁxed alternatives, usually occur during a critical period of
development, and are maintained even after the removal of the
causal factor (Moore and Thompson, 1990). Activational effects
tend to be traits that have developmentally plastic alternatives
states, and are sexually dimorphic traits that sex hormones tempo-
rarily activate in adults (Moore and Thompson, 1990). Exposure to
BPA or phthalates have been linked to both permanent organiza-
tional changes in sexually dimorphic traits (e.g., altered estrous
cyclicity [Evans et al., 2004]; sex dependent behavior [Poimenova
et al., 2010]) and to temporary activational changes (e.g., peroxi-
some proliferation [Wilkinson and Lamb, 1999]; testicular protein
expression [Sobarzo et al., 2009]). Some of the effects of phthalates
have been reversible, once the exposure has ended. David et al.
(2001) found that changes in organ weights, erythrocyte counts,
hemoglobin values, and pigmentation of Kupffer cells and renal
tubules that were apparent during exposure were reversible, and
disappeared after a recovery period. They argued that the revers-
ibility of some of these effects coincided with a decrease in perox-
isomal enzyme activity, and thus effects related to peroxisomal
activity would reverse themselves once peroxisome proliferation
returned to normal (David et al., 2001). Gayathri et al. (2004) also
found that the induced effects of DEHP in rats (i.e., decrease in
serum cortisol and liver glycogen and increase in circulating T3
and T4) disappeared following cessation of DEHP exposure. In the
next section, we summarize how BPA and phthalates may have
other organisational and/or activational effects by acting as steroid
agonists or antagonists, or by altering steroidal activity.5.1. Effects of BPA on reproduction
BPA’s deleterious effects on the sex steroid axis have been thor-
oughly characterized. In mammals, a dose of 2 ng of BPA per g of
body weight increased the expression of both estrogen receptors
in newborn mice (ERa and ERb; Kawai et al., 2007), whereas only
ERb was upregulated in other rodent studies (Akingbemi et al.,
2004b; Phrakonkham et al., 2008). Similarly, mice exposed toBPA during gestation displayed higher expression of ERa and ERb
in the brain (Kawai et al., 2007). In amphibians, a concentration
of 0.23 mg/L BPA also upregulated eramRNA in African clawed frog
tadpoles exposed for two weeks (Levy et al., 2004). Other estrogen-
related genes/proteins and hormones have been altered following
BPA exposure, including aromatase (CYP19; an enzyme crucial in
the biosynthesis of estrogens from androgens), progesterone, pro-
gesterone receptor (PR; mediates the effects of progesterone which
is involved in maintaining pregnancy), and VTG (precursor protein
of egg yolk essential in ovary growth and oocyte production). BPA-
treated rat Leydig cells exhibited a signiﬁcant decrease of CYP19
mRNA levels at 2.28 ng/L BPA (Akingbemi et al., 2004b). Rats
exposed to BPA experienced a reduction in E2 levels due to an inhi-
bition of CYP19 activity (Akingbemi et al., 2004b). Similarly,
Grasselli et al. (2010) measured a signiﬁcant decrease in E2 and
progesterone production following BPA treatments in swine ovar-
ian granulosa cells (at 1 and 10 lM; Grasselli et al., 2010). On the
other hand, Olea et al. (1996) showed that a BPA-based dental seal-
ant increased the proteic expression of the PR in MCF7 human
breast cancer cells. In ﬁsh, BPA also enhanced the expression of
vtg mRNA and VTG protein in swordtail ﬁsh (vtg mRNA; Kwak
et al., 2001), rainbow trout (vtg mRNA and VTG level; Aluru
et al., 2010; Christiansen et al., 1998), zebraﬁsh (VTG level;
Segner et al., 2003), and fathead minnows (VTG level; Sohoni
et al., 2001). Similarly, the expression of vtg and VTG were
increased in BPA-treated primary cultured hepatocytes of African
clawed frog (Kloas et al., 1999; Nomura et al., 2006). The general
consensus is that the estrogenic activity of BPA is caused by the
binding of BPA to ERs in mammals (Brotons et al., 1995;
Kitamura et al., 2005; Kuiper et al., 1998; Olea et al., 1996;
Stroheker et al., 2004), in ﬁsh (Gibert et al., 2011), and in frogs
(Lutz and Kloas, 1999; Suzuki et al., 2004b).
Previous studies have demonstrated that BPA can alter the
estrous cyclicity, which interferes with female sexual maturity,
and egg production; although BPA was found to be about 10- to
1000-fold less potent than endogenous estrogens (reviewed in
Richter et al., 2007). For example, Suffolk ewe lambs exposed to
BPA prenatally showed progressive loss of estrous cyclicity
(37.4 ± 3.3 ng/mL; Savabieasfahani et al., 2006). The authors sug-
gested that a decrease in luteinizing hormone (LH) production or
release might be the cause for these observations. Interestingly,
another study conducted on ewe lambs concluded that chronic
BPA exposure reduced LH pulse frequency and amplitude
(3.5 mg/kg BPA; Evans et al., 2004). Likewise, female rats exposed
perinatally to BPA exhibited decreased plasma LH levels and per-
manently altered estrous cyclicity patterns in adulthood (1.2 mg/
kg/day BPA; Rubin et al., 2001). Similar effects have been docu-
mented in females treated with exogenous testosterone (T) during
development. In these cases, T affected the nervous system devel-
opment via its local aromatization into E2. Since LH surges control
the release of oocytes, alterations of estrous cyclicity might limit
reproductive fertility and may decrease overall reproductive suc-
cess (Rubin et al., 2001). BPA has showed to delay ovulation and
egg production in non-mammalian species as well. In ﬁsh,
1.75 lg/L BPA delayed brown trout ovulation by two weeks, while
5 lg/L BPA was sufﬁcient to completely impeded ovulation of this
species (Lahnsteiner et al., 2005). Chronic treatment with BPA also
inhibited fathead minnow egg production (1280 lg/L BPA; Sohoni
et al., 2001). In contrast, production of eggs was enhanced in aqua-
tic invertebrates. BPA stimulated egg production and release in
treated giant ramshorn snails (7.9 ng/L BPA; Oehlmann et al.,
2006), dogwhelk snails (1 lg/L BPA; Oehlmann et al., 2000), New
Zealand mudsnails (5 lg/L BPA; Jobling et al., 2003), and in cope-
pods (20 lg/L BPA; Andersen et al., 1999). Interestingly, the
increase in egg production in the giant ramshorn snail was blocked
by the addition of an antiestrogen (3 lg/L ICI 182,780), suggesting
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In addition to its effects on the female reproductive axis, BPA
exhibits antiandrogenic properties. BPA decreased luciferase
induction by dihydrotestosterone (DHT) in MCF-7 cells
(Stroheker et al., 2004) and inhibited the production of androstene-
dione and T in H295R cells (Zhang et al., 2011). A reduction in T
synthesis was also observed in dietary exposed rats to BPA
(Akingbemi et al., 2004b). The authors suggested that this hor-
monal decrease was due to a diminution of cytochrome P450c17
(CYP17A1) expression (an important steroidogenic enzyme;
Akingbemi et al., 2004b). Similar trends were observed in a mice
cell line where BPA inhibited the activity of DHT in ﬁbroblast cells
(NIH3T3; Kitamura et al., 2005). More interestingly, Salian et al.
(2009) has shown that perinatal exposure of male rats to BPA
reduced the proteic levels of steroid receptor coactivator-1
(SRC-1) and nuclear corepressor (NCoR). These testicular steroid
receptor coregulators are involved in the activation or repression
of gene expression, thus they affect the regulation of the male
reproductive axis. Along with alteration with testicular transcrip-
tion, BPA can also interfere with testis growth and spermatogene-
sis. In invertebrates such as the dogwhelk snails, BPA exposure also
altered spermatogenesis by reducing the volume of sperm stored
in the vesicular seminalis (1 lg/L BPA; Oehlmann et al., 2000). In
rodents and ﬁsh, BPA signiﬁcantly reduced testis weight and sperm
cell quality, e.g., in rats (20 lg/kg BPA; Sakaue et al., 2001), in fat-
head minnows (0.64 mg/L BPA; Sohoni et al., 2001), and in brown
trout (1.75 lg/L BPA; Lahnsteiner et al., 2005). Sakaue et al. (2001)
suggested that BPA alters spermatogenesis by acting as an estrogen
antagonist. The authors observed a decrease in daily sperm pro-
duction in treated rats, suggesting that BPA might prevent E2 from
inhibiting germ cell apoptosis (Sakaue et al., 2001).
The fragile balance between the levels of androgens and estro-
gens was reported to be disrupted by BPA exposure. BPA has been
identiﬁed as a potential human sex hormone-binding globulin
ligand, in which BPA could displace endogenous sex steroids from
binding sites and disrupt the balance between estrogens and
androgens (Déchaud et al., 1999). BPA can also disrupt the endo-
crine balance by affecting sex hormone metabolism. It is believed
that BPA can decrease E2 metabolism (Jurgella et al., 2006;
Zhang et al., 2011). For example, in human adenocarcinoma cells
exposed to BPA, cellular steroidogenesis was affected mainly
through the inhibition of E2 metabolism (Zhang et al., 2011). Also,
lake trout kidney and liver exposed for 1 h to 0.1–100 lM BPA
exhibited IC50 values between 40-108 lM in the kidney and 11–
18 lM in the liver in addition to signiﬁcant inhibition of E2 metab-
olism by 100 lM BPA (Jurgella et al., 2006). BPA also suppressed
Uridine 50-diphospho-(UDP)-glucuronosyltransferase (UGT) activi-
ties, UGT2B1 protein and UGT2B1 mRNA in adult male rats, and
therefore affected the glucuronidation of sex hormones (Shibata
et al., 2002). Secondly, BPA can decrease T metabolism as BPA-
treated rats exhibited signiﬁcantly decrease in the activity of
male-speciﬁc cytochrome P450 isoforms, such as testosterone
2a-hydroxylase (T2AH) and testosterone 6b-hydroxylase (T6BH)
(Hanioka et al., 1998). Together these studies suggest that BPA
exposure may lead to increased sex steroid levels by inhibiting
their catabolism. In summary, BPA is mostly estrogenic and antian-
drogenic, and acts by binding to ER, repressing ER coregulators, and
by impeding with androgen production, which results in sperm
production inhibition, gonad size reduction, deregulation of
estrous cyclicity, and a decrease in egg production.
5.2. Effects of phthalates on reproduction
Unlike BPA, studies have shown that phthalates can disrupt the
expression of several genes involved in cholesterol transport andsteroidogenesis (reviewed in Euling et al., 2013). Before cholesterol
can be uptaken in the cell for steroidogenesis, double bonds are
removed by the enzyme 7-dehydrocholesterol reductase (DHCR7).
The expression of dhcr7 is found to be reduced in rats exposed to a
single high dose of MEHP (10 mg/kg; Lahousse et al., 2006). Simi-
larly, the expression of the scavenger receptor class B-1 (SRB1),
which is responsible for transporting high-density lipoprotein cho-
lesteryl esters into the cell, was downregulated by DBP and DEHP
in rats (Barlow et al., 2003; Borch et al., 2006; Lehmann et al.,
2004; Thompson et al., 2004). Then, once the cholesterol has
crossed the cellular membrane, the steroidogenic acute regulatory
protein (StAR) and the peripheral benzodiazepine receptor (PBR)
transport it to the inner mitochondrial membrane. In amphibians,
a recent study have demonstrated that dicyclohexyl phthalate
(DCHP) signiﬁcantly increased starmRNA levels following an acute
exposure of larvae of the Western clawed frog to 1.5 and 4.1 mg/L
DCHP (Mathieu-Denoncourt, 2014), while in mammals, STAR
expression was reduced in rat testes by several phthalates, includ-
ing DEHP (Borch et al., 2006), MEHP (Lahousse et al., 2006), DBP
(Barlow et al., 2003; Lehmann et al., 2004; Thompson et al.,
2004), and dipentyl phthalate (DPeP; Hannas et al., 2011). In con-
trast, the expression of PBR can be either up or downregulated by
phthalates in rodents (Borch et al., 2006; Gazouli et al., 2002;
Lehmann et al., 2004). This regulation of pbr by phthalates is
believed to be mediated by PPARa (Gazouli et al., 2002).
Thereafter, the ﬁrst step of steroidogenesis involves the trans-
formation of cholesterol into pregnenolone by the enzyme cyto-
chrome P450 side-chain cleavage (CYP11A1). DBP, DEHP, and
DPeP were all shown to reduce the expression of CYP11a1 in rats
(Barlow et al., 2003; Borch et al., 2006; Hannas et al., 2011;
Lehmann et al., 2004; Shultz et al., 2001; Thompson et al., 2004).
Progestogens are then transformed into androgens by CYP17A1,
which mediates both 17a-hydroxylase and 17, 20 lyase activities.
The gene expression of CYP17a1 was lowered in rats exposed to
DBP and MEHP (Barlow et al., 2003; Lahousse et al., 2006;
Lehmann et al., 2004; Shultz et al., 2001; Thompson et al., 2004).
The product of the 17, 20 lyase transformation is dehydroepian-
drosterone, which is transformed into androstenedione by the
enzyme 3b hydroxysteroid dehydrogenase (3b-HSD) and DBP is
known to decrease the expression of 3b-hsd in rats (Barlow et al.,
2003; Lehmann et al., 2004). Furthermore, the enzyme 17b-
hydroxysteroid dehydrogenase (17b-HSD), which has the ability
to transform androstenedione into T, and estrone (E1) into E2,
was found to be downregulated in abalone embryos exposed to
DMP or DBP (Zhou et al., 2011a,b). Finally, T can be transformed
into E2 by CYP19. Dramatic decreases in cyp19 transcript levels
were observed in a human adrenocortical carcinoma cell line and
in rodents treated with DEHP and MEHP (Gupta et al., 2010a; Lee
et al., 2009; Lovekamp and Davis, 2001; Noda et al., 2007; Xu
et al., 2010). In addition, Wistar rat male pups exposed to DEHP
during gestation and lactation showed decreased CYP19 activity
at low doses and increased activity at high doses (Andrade et al.,
2006). CYP19 activity was also reduced in a human cell line treated
with MEHP, which is believed to be due to a rapid increase in nerve
growth factor IB (NUR77) mRNA and protein levels, a member of
the nuclear receptor 4A subfamily (Noda et al., 2007). Since
CYP19 is an important enzyme in the biosynthesis of estrogens,
phthalate exposure could result in disturbances of the normal bal-
ance between androgens and estrogens. Indeed, increases in E2,
follicle stimulating hormone, and LH were observed in rats
exposed to DBP and DEHP (Akingbemi et al., 2004a; O’Connor
et al., 2002). Contrarily, DEHP and MEHP decreased E2 levels in
rodents, likely due to the decrease in CYP19 protein expression
(Gupta et al., 2010a; Lovekamp and Davis, 2001; Xu et al., 2010).
Similar to BPA, numerous studies have shown the estrogenic activ-
ity of phthalates in human cell lines, mammals, amphibians and
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(Zacharewski et al., 1998), rainbow trout ERs (Knudsen and
Pottinger, 1999), and African clawed frog ERs (Lutz and Kloas,
1999; Suzuki et al., 2004b). Upon binding to the ERs, phthalates
can alter the production of VTG in aquatic species. In ﬁsh, phtha-
lates increase the transcription of VTG including DEHP in zebraﬁsh
(500 mg/kg, Uren-Webster et al., 2010; 2 lg/L, Carnevali et al.,
2010), butyl benzyl phthalate (BBP) in rainbow trout (500 mg/kg;
Christiansen et al., 1998), DBP in medaka (776 lg/kg/day, Patyna
and Cooper, 2000), and DEP in common carp (0.1–5 mg/L, Barse
et al., 2007). In contrast, DBP, BBP, benzyl benzoate (BB), and butyl
phthalyl butyl glycolate (BPBG) did not increase VTG activity in
primary-cultured hepatocytes of the African clawed frog
(Nomura et al., 2006).
Unsurprisingly, female reproduction is also affected by phthal-
ate exposure. Xu et al. (2010) has demonstrated that DEHP pro-
longed the estrous cycle duration in rats. Likewise, a
reproductive study conducted by Hoshino et al. (2005) showed
that DCHP also prolonged the estrous cycle in F0 female rats. In
addition, puberty and vaginal opening were both delayed in rats
treated with BBP (750 mg/kg/day, Tyl et al., 2004) and DEP (15 g/
L; Fujii et al., 2005). In aquatic species, phthalates also affected
female reproduction, although mainly in altering with egg produc-
tion and biasing sex ratio. Exposure to phthalates decreased the
number of eggs or young produced by daphnids (3-30 lg/L DEHP,
Mayer and Sanders, 1973; 1.8 ng/L DBP, McCarthy and Whitmore,
1985; 0.64–1.91 mg/L DBP, DeFoe et al., 1990) and medaka
(776 lg/kg/day DBP, Patyna and Cooper, 2000). Moreover, female
zebraﬁsh exposed to 40 lg/L DEHP for 3 weeks produced 1% of
the eggs laid by the control animals (Carnevali et al., 2010). The
authors suggested that this reduction was due to a decrease in
the expression of the prostaglandin-endoperoxide synthase 2
(ptgs2) expression, which codes for the enzyme essential for the
ovulation process, cyclooxygenase (COX; Carnevali et al., 2010).
As seen with BPA, in addition to their estrogenic activity, phtha-
lates are also known to have antiandrogenic properties. In mam-
malian studies, exposure to several phthalates have been
associated with lower T levels in dogs (Pathirana et al., 2011), rab-
bits (Higuchi et al., 2003), and rodents (Borch et al., 2006; reviewed
in Foster, 2006; Hannas et al., 2011; Howdeshell et al., 2008; Lee
et al., 2007, 2009; Lehmann et al., 2004; Noriega et al., 2009;
Pereira et al., 2006; Shultz et al., 2001; Thompson et al., 2004;
Wilson et al., 2004). For example, rat pups exposed to MBP during
gestation exhibited a mean testicular T content of about 6% of that
of the control group (Shono et al., 2000). Other androgens such as
androstenedione and DHT were also decreased in rats and rabbits
exposed to DBP (O’Connor et al., 2002; Shultz et al., 2001). In aqua-
tic species, the activity of the steroid 5a-reductase type 2
(SRD5A2), one of the enzymes converting T into the more potent
DHT, was inhibited by DBP and DEHP in the common carp
(Thibaut and Porte, 2004); however, MMP, DMP and DCHP did
not alter srd5a2 mRNA levels in larvae of the Western clawed frog
(Mathieu-Denoncourt, 2014). Unlike other antiandrogens, phtha-
lates are not likely acting by binding to the AR. In vitro studies
showed that DEHP and MEHP did not display afﬁnity for the
human AR at concentrations up to 3.9 mg/L and 2.8 mg/L, respec-
tively (Parks et al., 2000). However, the antiandrogenic toxicity of
phthalates appear to be additive with other antiandrogens, and
can produce cumulative developmental effects (Christiansen
et al., 2009; Rider et al., 2008), even if the mechanism of action dif-
fer amongst the antiandrogens.
Phthalate plasticizers can disrupt male reproduction in many
species. Several studies reviewed the effects of phthalates in mam-
malian reproduction (Ema, 2002; Hotchkiss et al., 2008; Makris
et al., 2013; Talsness et al., 2009). In rats and rabbits, BzBP, DBP,
and DEHP reduced sperm synthesis, sperm concentration, spermmotility, ejaculate volume, and number of motile sperms (Aso
et al., 2005; Giribabu et al., 2014; Gray et al., 2009; Higuchi
et al., 2003; Lee et al., 2009; Tyl et al., 2004). In invertebrates,
sperm cells exposed to 100 lg/L DMP also exhibited a low fertiliza-
tion rate of 38.5% when compared to approximately 80% in control
abalone (Zhou et al., 2011b). To assess antiandrogenic effects, the
anogenital distance (i.e., the distance from the anus to the anterior
base of the penis) is widely used as another morphological end-
point in mammals. Anogenital distance is positively correlated
with fertility, sperm density, and mobile sperm count in men, sug-
gesting that it is associated with fatherhood and may predict male
reproductive potential (Eisenberg et al., 2011). Previous studies
have showed that the anogenital distance was decreased in rodents
after being exposed to BzBP, DCHP, DBP, DEHP, DPeP, and DPP
(dipropyl phthalate; Aso et al., 2005; Ema et al., 2003; Gray et al.,
2009; Hannas et al., 2011; Hoshino et al., 2005; Jarfelt et al.,
2005; Mylchreest et al., 1998, 1999, 2000; Parks et al., 2000;
Saillenfait et al., 2011; Tyl et al., 2004; Yamasaki et al., 2009).
The reduction in anogenital distance was believed to be due to a
decreased T production during the critical stage of the reproductive
tract differentiation (Parks et al., 2000). In addition, phthalates
inhibited transabdominal testicular descent in rats, a T-dependent
event (Ema et al., 2003; Mylchreest et al., 1998; Saillenfait et al.,
2006, 2011; Shono et al., 2000). Other frequent results of phthalate
exposure are permanent retention of nipples (Gray et al., 2009;
Hannas et al., 2011; Hoshino et al., 2005; Jarfelt et al., 2005;
Mylchreest et al., 1999, 2000; Tyl et al., 2004; Yamasaki et al.,
2009), delayed preputial separation (Aso et al., 2005; Mylchreest
et al., 1999; Yamasaki et al., 2009), and delayed pubertal onset in
male rodents (Noriega et al., 2009 ; Tyl et al., 2004). Testicular
lesions have also been observed in treated rats (Foster et al.,
1981; Gray et al., 2009; Tyl et al., 2004) and in African clawed frogs
(Lee and Veeramachaneni, 2005). In addition to these adverse
effects, phthalates and their monoester metabolites reduced the
size of the testes and the weight of androgen-dependent organs,
such as the prostate and seminiferous tubules in rats (Aso et al.,
2005; Foster et al., 1981; Gray et al., 2009; Hoshino et al., 2005;
Jarfelt et al., 2005; Kasahara et al., 2002; Lake et al., 1982;
Mylchreest et al., 1998; Noriega et al., 2009; Parks et al., 2000;
Srivastava et al., 1990; Yamasaki et al., 2009). This effect is also
believed to be due to the decreased T production (Parks et al.,
2000). Furthermore, subchronic exposures of 0.1–10.0 mg/L DBP
to African clawed frog tadpoles from stage Nieuwkoop-Faber 52
to Nieuwkoop-Faber 66 affected spermatogenesis through malfor-
mations of the male reproductive system (Lee et al., 2005). Three
possible mechanisms of action have been put forward. The ﬁrst
mechanism of action involves the induction of oxidative stress,
which injures mitochondrial function leading to the release of
cytochrome c, and inducing apoptosis of spermatocytes
(Kasahara et al., 2002). The second proposed mechanism of action
involves a decrease in sorbitol dehydrogenase activity, fructose
level and phospholipids levels (Fukuoka et al., 1989). The third pos-
sible mechanism of action suggests that phthalates act on T and
DHT levels, as mentioned in previous paragraphs (Mylchreest
et al., 1998). Testicular atrophy and lesions were not observed in
rats treated with-tert monoesters, providing evidence for the effect
of branching in testicular toxicity (Foster et al., 1981). Similarly,
ring substitution is an important factor determining reproductive
damage in an animal exposed to phthalates. For example, adverse
effects were not evident when rats were exposed through diet to
0–1.0% di(2-ethylhexyl) terephthalate as it did not induce histo-
pathologic changes (Faber et al., 2007b) and it did not induce per-
oxisome proliferation (Barber and Topping, 1995; Topping et al.,
1987). The antiandrogenic properties observed in in vivo studies
are thought to be related with PPARa, rather than the AR
(Gazouli et al., 2002). However, Ward et al. (1998) demonstrated
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when fed 12 g/L DEHP, suggesting the testicular toxicity of DEHP
can act independently of PPARa. Other authors suggested that
the testicular toxicity may be mediated by another PPAR form
(Hurst and Waxman, 2003) or by decreased insulin-like hormone
3 (insl3) transcript (Wilson et al., 2004). Altogether, studies suggest
that phthalates’ antiandrogenic proprieties are mainly triggered by
the reduced T production, which could be due to PPAR-dependent
transcriptional changes.
Another possible mechanism of action for the adverse effects of
phthalates in the reproductive axis is via the increase of T metab-
olism. Crago and Klaper (2012) have observed a reduction in T lev-
els following treatment to 12 lg/L DEHP in fathead minnows, and
have suggested that this decrease was associated with an increase
in catabolism enzymes. Indeed, the authors showed that the
expression of the phase I-metabolising enzyme cytochrome P450
3A4 (cyp3a4) and phase II-metabolising enzyme sulfotransferase
dehydrogenase 2A1 (sult2a1) was increased following exposure.
Similarly, Patyna et al. (2006) demonstrated that exposure to
20 lg/g (1 lg/g ﬁsh/day) DINP or diisodecyl phthalate (DIDP)
increased T hydroxylase activity in Japanese medaka. In mammals,
male rats exposed to 15 g/L DEP in their diet had increased cyto-
chrome P450 3A2 (CYP3A2) content (Fujii et al., 2005). The role
of this enzyme is to hydroxylate T at the 6b-position. Overall,
phthalate esters have been shown to be estrogenic and antiandro-
genic. The former is mediated mostly by CYP19, while the latter is
accomplished through a reduction in cholesterol transport and a
potential increase in T metabolism.
5.3. Effects of BPA and phthalates on sex ratios
Exposure to plasticizers has shown to have varying effects on
sex ratios. Although exposure to BPA and phthalates have impacted
reproductive development in male rats (see above), sex ratios of
offspring of exposed mothers are no different from sex ratios of off-
spring from mothers in control treatments (375 mg/kg monoben-
zyl phthalate, Ema et al., 2003; 750 mg/kg DBP, Mylchreest et al.,
1998; 2.4 lg/kg BPA, Salian et al., 2009). In contrast, dietary expo-
sure of 1.0–10 mg BPA combined with DEHP/kg/day to mice during
pregnancy resulted in a signiﬁcant decrease in the male to female
sex ratio of the pups (Wei et al., 2012). In non-mammalian animals,
exposure to BPA and phthalates has been shown to bias sex ratios
and induce hermaphrodites. For example, medaka exposed to
1.8 mg/L BPA (Yokota et al., 2000) and to 0.01 lg/L DEHP exhibited
a biased sex ratio towards females (Chikae et al., 2004). In amphib-
ians, treatment with 0.23 mg/L BPA induced approximately 62–
70% females in African clawed frog (Kloas et al., 1999; Levy et al.,
2004), while chronic exposure to 1.4 mg/L BPA slightly increase
female phenotypes (5 males:15 females) in Western clawed frog
(Mathieu-Denoncourt, 2014). In contrast, lower concentration of
BPA did not affect frog sex ratio (49.7 lg/L BPA; Pickford et al.,
2003); while higher levels of BPA (e.g., 0.23 mg/L BPA) produced
intersexed testes in male African clawed frogs (Levy et al., 2004).
Ohtani et al. (2000) showed that treating genetically male Japanese
wrinkled frogs with 2.8 mg/L DBP during gonadal differentiation
led to ovarian formations in 17% of the gonads. Similarly in
medaka, concentrations as low as 0.01–1.82 mg/L BPA (Metcalfe
et al., 2001; Yokota et al., 2000) and up to 776 lg/kg/day DBP also
induced testis-ova phenotype in male ﬁsh (Patyna and Cooper,
2000). Altogether, these studies show that plasticizers behave like
estrogens, agreeing with the literature where E2 and ethinyl estra-
diol are well known for affecting sex ratios in amphibians (Hu
et al., 2008; Levy et al., 2004; Lutz et al., 2008; Miyata et al.,
1999; Pettersson et al., 2006; Pettersson and Berg, 2007). The
mechanism of action for BPA involves its binding to ER and the
upregulation of ER mRNA levels (Levy et al., 2004). However, themechanism of action for phthalates remains unclear. One possibil-
ity could be that phthalates alter the CYP19 activity (Andrade et al.,
2006), which would disrupt the balance between androgens and
estrogens.6. Plasticizer-induced cellular stress
Oxidative stress is an imbalance between the endogenous forma-
tion of reactive oxygen species (ROS), which are formed naturally by
aerobicmetabolism, and theorganism’s capacity to detoxify or elim-
inate the ROS or to repair damage caused by ROS. Cellular ROS, such
as superoxide anion (O2), hydrogen peroxide (H2O2), and hydroxyl
radical (HO), are generated by mitochondrial oxidative phosphory-
lation. Alternatively, ROS can be formed by the activity of cyto-
chrome P450 enzymes that are induced by the presence of
xenobiotics. Through the process of hydroxylating the xenobiotics,
P450s can inadvertently produce peroxides that react with other
endogenous substrates. Oxidative stress can also be caused by xeno-
biotics activating peroxisomes, which metabolize long chain fatty
acids through boxidation,which in turnproduces peroxide bydirect
transfer of electrons to oxygen. Xanthine oxidase, NADPH, and oxi-
dases andATPproductionduringoxidativephosphorylation canalso
produce superoxide. P450s, such as P4504Awhichdiffers fromother
P450 enzymes by their capability to hydroxylate medium and long
chain fatty acids (Johnson et al., 1996), are themselves induced by
increased activity of PPARa (Gonzalez, 2005). ROS are highly reac-
tive towards biological macromolecules, including nucleic acids,
proteins, and lipids. ROS can damage DNA by degrading it, breaking
strands, crosslinking DNA, inducing scissions, leading to chromatid
breaks, exchanging chromatids and inducingunscheduledDNA syn-
thesis. The excessive production of hydrogen peroxide or the dimin-
ished rate of hydrogen peroxide degradation by catalase (CAT) can
induce mutations and may lead to cancers (Abdellatif et al., 1991;
Feinstein et al., 1978; Warren et al., 1982). The cellular defence
mechanism against oxidative stress include the production of anti-
oxidants such as CAT, superoxide dismutase (SOD), glutathione per-
oxidase (GPX) and thiols, amongst others, which neutralize ROS.
Phthalates disrupt the oxidative stress balance in a cell by acti-
vating peroxisomes and by inducing P450 activity, and thus pro-
duce reactive oxygen species (ROS). By increasing peroxisome
proliferation, phthalates increase peroxisomal b oxidation
(Isenberg et al., 2000, 2001), increase ROS production (Erkekoglu
et al., 2012; Kasahara et al., 2002; Pereira et al., 2006), induce
DNA damage in sperm and testes (Duty et al., 2003; Hauser
et al., 2007; Lee et al., 2007), and are associated with breast cancer
(Lopéz-Carillo et al., 2010). Although the cytochrome P450 family
is very large and diverse, the main P450 that is associated with
the metabolism of xenobiotics and that is induced by phthalates
is P450 3A, (Takeshita et al., 2011; Zhou et al., 2011a); however,
P450 4A and 2B have also been induced in mice by DEHP (Ren
et al., 2010). Following the induction of P450 enzymes, phase II
metabolites are produced, which are water soluble metabolites
formed following P450 mediated metabolism. Phase II metabolites,
such as glucuronide conjugates, have been found in tissue follow-
ing exposure to DBP (Struve et al., 2009). For example, the expres-
sion of phase II metabolism enzymes, such as gpx, was upregulated
by ﬁve phthalates in treated abalones, in addition to the induction
of P450 3A (Zhou et al., 2011a).
Heat shock proteins are important components of a generalized
stress response, and are chaperone proteins that stabilize dena-
tured proteins, and protect organisms from oxidative stress by pre-
venting the irreversible loss of vital proteins (Gupta et al., 2010b;
Yang et al., 2010). Phthalates have been shown to increase the con-
centrations of heat shock proteins, which are induced to protect
the organism from damage by the phthalates. DEHP and BzBP
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shock protein 70 (hsp70), respectively in harlequin ﬂies (Planelló
et al., 2011). BzBP also led to an increase in the expression of the
heat shock factor 2 (hsf2) in the rat mammary gland in neonate rats
exposed to BzBP through the milk of exposed dams (Moral et al.,
2007). These transcriptional changes correlate with disrupted pro-
teic expression and activity. The activity of SOD, which are antiox-
idant enzymes that catalyze the dismutation of superoxide into
oxygen and hydrogen peroxide, was found to be increased in rats
exposed to DBP and decreased in kidneys of rats exposed to DEHP
(Erkekoglu et al., 2012; Lee et al., 2007). Similarly, the activity of
CAT, an antioxidant that catalyzes the decomposition of hydrogen
peroxide to water and oxygen, increased in response to exposure to
DBP, DHP and DNOP, and decreased after exposure to DEHP in rats
(Lee et al., 2007; Mann et al., 1985). DEP and DEHP both depleted
glutathione content in rat tissues (Erkekoglu et al., 2012; Kasahara
et al., 2002; Pereira et al., 2006), presumably through depletion by
the formation of glutathione conjugates of the phthalates. GPX
activity was either increased by DBP or decreased by DEHP in rats
(Erkekoglu et al., 2012; Lee et al., 2007), while thiol and ascorbic
acid content was reduced in kidney and testes of rats exposed to
DEHP (Erkekoglu et al., 2012; Kasahara et al., 2002). Ultimately,
the cells’ battle against ROS was lost in rats treated with MEHP;
the monoester induced the release of cytochrome c and induced
apoptosis in the testes (Kasahara et al., 2002). Although the effects
of phthalates on the mechanisms of defence against ROS have been
investigated, BPA-induced cellular stress is still not well
characterized.
4. Conclusions
In conclusion, three main chains of events are happening in BPA
and phthalate treated animals (Figs. 2 and 3). Firstly, plasticizers can
(1) disrupt the TH and GH axes, affecting development, albeit the
mechanisms of action are not completely characterized yet; (2)
decrease cholesterol transport to the mitochondria, reducing cho-
lesterol intake and steroidogenesis, thereby increasing the rate of
reproductive defects and decreased fertility; and (3) activate PPARs,
increasing fatty acid oxidation and reducing the animal’s ability to
copewith the high level of ROS, increasing the occurrence ofmalfor-
mations. Considering that plasticizers are continuously released
into water bodies and taking into account their relatively short
half-lives, additional studies on the adverse health effects of plasti-
cizers in aquatic non-mammalian species are critically needed.
Acknowledgments
This work was supported by the Science and Risk Assessment
Directorate (2012–14) of Environment Canada to S.d.S. and V.S.L.,
and an NSERC-DG to V.S.L.References
Abbott, B.D., Wolf, C.J., Schmid, J.E., Das, K.P., Zehr, R.D., Helfant, L., Nakayama, S.,
Lindstrom, A.B., Strynar, M.J., Lau, C., 2007. Perﬂuorooctanoic acid-induced
developmental toxicity in the mouse is dependent on expression of peroxisome
proliferator-activated receptor-alpha. Toxicol. Sci. 98, 571–581.
Abdellatif, A.G., Préat, V., Taper, H.S., Roberfroid, M., 1991. The modulation of rat
liver carcinogenesis by perﬂuorooctanoic acid, a peroxisome proliferator.
Toxicol. Appl. Pharmacol. 111, 530–537.
Akingbemi, B.T., Ge, R., Klinefelter, G.R., Zirkin, B.R., Hardy, M.P., 2004a. Phthalate-
induced Leydig cell hyperplasia is associated with multiple endocrine
disturbances. Proc. Natl. Acad. Sci. 101, 775–780.
Akingbemi, B.T., Sottas, C.M., Koulova, A.I., Klinefelter, G.R., Hardy, M.P., 2004b.
Inhibition of testicular steroidogenesis by the xenoestrogen bisphenol A is
associated with reduced pituitary luteinizing hormone secretion and decreasedsteroidogenic enzyme gene expression in rat Leydig cells. Endocrinology 145,
592–603.
Alonso-Magdalena, P., Morimoto, S., Ripoll, C., Fuentes, E., Nadal, A., 2006. The
estrogenic effect of bisphenol a disrupts pancreatic b-cell function in vivo and
induces insulin resistance. Environ. Health Perspect. 114, 106–112.
Aluru, N., Leatherland, J.F., Vijayan, M.M., 2010. Bisphenol a in oocytes leads to
growth suppression and altered stress performance in juvenile rainbow trout.
PLoS ONE 5, e10741.
Andersen, H.R., Halling-Sørensen, B., Kusk, K.O., 1999. A parameter for detecting
estrogenic exposure in the copepod Acartia tonsa. Ecotoxicol. Environ. Saf. 44,
56–61.
Andrade, A.J.M., Grande, S.W., Talsness, C.E., Grote, K., Chahoud, I., 2006. A dose-
response study following in utero and lactational exposure to di-(2-ethylhexyl)-
phthalate (DEHP): non-monotonic dose-response and low dose effects on rat
brain aromatase activity. Toxicology 227, 185–192.
Aso, S., Ehara, H., Miyata, K., Hosyuyama, S., Shiraishi, K., Umano, T., Minobe, Y.,
2005. A two-generation reproductive toxicity study of butyl benzyl phthalate in
rats. J. Toxicol. Sci. 30, 39–58.
Aylward, L.L., Hays, S.M., Gagné, M., Krishnan, K., 2009. Derivation of biomonitoring
equivalents for di-n-butyl phthalate (DBP), benzylbutyl phthalate (BzBP), and
diethyl phthalate (DEP). Regul. Toxicol. Pharmacol. 55, 259–267.
Barber, E.D., Topping, D.C., 1995. Subchronic 90-day oral toxicology of di(2-
ethylhexyl) terephthalate in the rat. Food Chem. Toxicol. 33, 971–978.
Barlow, N.J., Phillips, S.L., Wallace, D.G., Sar, M., Gaido, K.W., Foster, P.M.D., 2003.
Quantitative changes in gene expression in fetal rat testes following exposure to
di(n-butyl) phthalate. Toxicol. Sci. 73, 431–451.
Barnabé, S., Beauchesne, I., Cooper, D.G., Nicell, J.A., 2008. Plasticizers and their
degradation products in the process streams of a large urban physicochemical
sewage treatment plant. Water Res. 42, 153–162.
Barse, A.V., Chakrabarti, T., Ghosh, T.K., Pal, A.K., Jadhao, S.B., 2007. Endocrine
disruption and metabolic changes following exposure of Cyprinus carpio to
diethyl phthalate. Pestic. Biochem. Physiol. 88, 36–42.
Berger, J., Moller, D.E., 2002. The mechanisms of action of PPARs. Annu. Rev. Med.
53, 409–435.
Biles, J.E., McNeal, T.P., Begley, T.H., Holliﬁeld, H.C., 1997. Determination of
bisphenol-a in reusable polycarbonate food-contact plastics and migration to
food-simulating liquids. J. Agric. Food Chem. 45, 3541–3544.
Blair, J.D., Ikonomou, M.G., Kelly, B.C., Surridge, B., Goba, F.A.P.C., 2009. Ultra-trace
determination of phthalate ester metabolites in seawater, sediments and biota
from an urbanized marine inlet by LC/ESI–MS/MS. Environ. Sci. Technol. 43,
6262–6268.
Blount, B.C., Silva, M.J., Caudill, S.P., Needham, L.L., Pirkle, J.L., Sampson, E.J., Lucier,
G.W., Jackson, R.J., Brock, J.W., 2000. Levels of seven urinary phthalate
metabolites in a human reference population. Environ. Health Perspect. 108,
979–982.
Boas, M., Feldt-Rasmussen, U., Main, K.M., 2012. Thyroid effects of endocrine
disrupting chemicals. Mol. Cell. Endocrinol. 355, 240–248.
Bonett, R.M., Hoopfer, E.D., Denver, R.J., 2010. Molecular mechanisms of
corticosteroid synergy with thyroid hormone during tadpole metamorphosis.
Gen. Comp. Endocrinol. 168, 209–219.
Borch, J., Metzdorff, S.B., Vinggaard, A.M., Brokken, L., Dalgaard, M., 2006.
Mechanisms underlying the anti-androgenic effects of diethylhexyl phthalate
in fetal rat testis. Toxicology 223, 144–155.
Bowman, C.J., Turner, K.J., Sar, M., Barlow, N.J., Gaido, K.W., Foster, P.M.D., 2005.
Altered gene expression during rat Wolfﬁan duct development following di(n-
butyl) phthalate exposure. Toxicol. Sci. 86, 161–174.
Bradley, E.L., Burden, R.A., Leon, I., Mortimer, D.N., Speck, D.R., Castle, L., 2013.
Determination of phthalate diesters in foods. Food Addit. Contam. A 30, 722–734.
Brotons, J.A., Olea-Serrano, M.F., Villalobos, M., Pedraza, V., Olea, N., 1995.
Xenoestrogens released from lacquer coatings in food cans. Environ. Health
Perspect. 103, 608–612.
Calafat, A.M., Kuklenyik, Z., Reidy, J.A., Caudill, S.P., Ekong, J., Needham, L.L., 2005.
Urinary concentrations of bisphenol a and 4-nonylphenol in a human reference
population. Environ. Health Perspect. 113, 391–395.
Campioli, E., Batarseh, A., Li, J., Papadopoulos, V., 2011. The endocrine disruptor
mono-(2-ethylhexyl) phthalate affects the differentiation of human
liposarcoma cells (SW 872). PLoS ONE 6, e28750.
Cao, X.L., 2010. Phthalate esters in foods: sources, occurrence, and analytical
methods. Compr. Rev. Food Sci. Food Saf. 9, 21–43.
Carlstedt, F., Jönsson, B.A.G., Bornehag, C.G., 2012. PVC ﬂooring is related to human
uptake of phthalates in infants. Indoor Air 23, 32–39.
Carnevali, O., Tosti, L., Speciale, C., Peng, C., Zhu, Y., Maradonna, F., 2010. DEHP
impairs zebraﬁsh reproduction by affecting critical factors in oogenesis. PLoS
ONE 5, e10201.
Carrasco, G.A., Van de Kar, L.D., 2003. Neuroendocrine pharmacology of stress. Eur. J.
Pharmacol. 463, 235–272.
Castañeda Cortés, D.C., Langlois, V.S., Fernandino, J.I., 2014. Crossover of the
hypothalamic pituitary-adrenal/interrenal (HPA), -thyroid (HPT), and -gonadal
(HPG) axes in testicular development. Front. Endocrinol. 5, 84.
Chikae, M., Hatano, Y., Ikeda, R., Morita, Y., Hasan, Q., Tamiya, E., 2004. Effects of
bis(2-ethylhexyl) phthalate and benzo[a]pyrene on the embryos of Japanese
medaka (Oryzias latipes). Environ. Toxicol. Pharmacol. 16, 141–145.
Christiansen, L.B., Pedersen, K.L., Korsgaard, B., Bjerregaard, P., 1998. Estrogenicity
of xenobiotics in rainbow trout (Oncorhynchus mykiss) using in vivo synthesis of
vitellogenin as a biomarker. Mar. Environ. Res. 46, 137–140.
J. Mathieu-Denoncourt et al. / General and Comparative Endocrinology 219 (2015) 74–88 85Christiansen, S., Scholze, M., Dalgaard, M., Vinggaard, A.M., Axelstad, M.,
Kortenkamp, A., Hass, U., 2009. Synergistic disruption of external male sex
organ development by a mixture of four antiandrogens. Environ. Health
Perspect. 117, 1839–1846.
Clara, M., Windhofer, G., Hartl, W., Braun, K., Simon, M., Gans, O., Scheffknecht, C.,
Chovanec, A., 2010. Occurrence of phthalates in surface runoff, untreated and
treated wastewater and fate during wastewater treatment. Chemosphere 78,
1078–1084.
Crago, J., Klaper, R., 2012. A mixture of an environmentally realistic concentration of
a phthalate and herbicide reduces testosterone in male fathead minnow
(Pimephales promelas) through a novel mechanism of action. Aquat. Toxicol.
110, 74–83.
Daniels, P.H., 2009. A brief overview of theories of PVC plasticization and methods
used to evaluate PVC-plasticizer interaction. J. Vinyl Add. Tech. 15, 219–223.
David, R.M., Moore, M.R., Finney, D.C., Guest, D., 2001. Reversibility of the chronix
effects of di(2-ethylhexyl) phthalate. Toxicol. Pathol. 29, 430–439.
Déchaud, H., Ravard, C., Claustrat, F., Brac de la Perrière, A., Pugeat, M., 1999.
Xenoestrogen interaction with human sex hormone-binding globulin (hSHBG).
Steroids 64, 328–334.
DeFoe, D.L., Holcombe, G.W., Hammermeister, D.E., Biesinger, K.E., 1990. Solubility
and toxicity of eight phthalate esters to four aquatic organisms. Environ.
Toxicol. Chem. 9, 623–636.
Degitz, S.J., Holcombe, G.W., Flynn, K.M., Kosian, P.A., Korte, J.J., Tietge, J.E., 2005.
Progress towards development of an amphibian-based thyroid screening assay
using Xenopus laevis. Organismal and thyroidal responses to the model
compounds 6-propylthiouracil, methimazole, and thyroxine. Toxicol. Sci. 87,
353–364.
Demir, A.P.T., Ulutan, S., 2013. Migration of phthalate and non-phthalate
plasticizers out of plasticized PVC ﬁlms into air. J. Appl. Polym. Sci. 128,
1948–1961.
Duan, Z., Zhu, L., Zhu, L., Yao, K., Zhu, X., 2008. Individual and joint toxic effects of
pentachlorophenol and bisphenol a on the development of zebraﬁsh (Danio
rerio) embryo. Ecotoxicol. Environ. Saf. 71, 774–780.
Dumpert, K., Zietz, E., 1984. Platanna (Xenopus laevis) as a test organism for
determining the embryotoxic effects of environmental chemicals. Ecotoxicol.
Environ. Saf. 8, 55–74.
Duty, S.M., Singh, N.P., Silva, M.J., Barr, D.B., Brock, J.W., Ryan, L., Herrick, R.F.,
Christiani, D.C., Hausser, R., 2003. The relationship between environmental
exposures to phthalates and DNA damage in human sperm using the neutral
comet assay. Environ. Health Perspect. 111, 1164–1169.
Eisenberg, M.L., Hsieh, M.H., Walters, R.C., Krasnow, R., Lipshultz, L.I., 2011. The
relationship between anogenital distance, fatherhood, and fertility in adult
men. PLoS ONE 6, e18973.
Ema, M., 2002. Antiandrogenic effects of dibutyl phthalate and its metabolite,
monobutyl phthalate, in rats. Congenit. Anom. 42, 297–308.
Ema, M., Miyawaki, E., Hirose, A., Kamata, E., 2003. Decreased anogenital distance
and increased incidence of undescended testes in fetuses of rats given
monobenzyl phthalate, a major metabolite of butyl benzyl phthalate. Reprod.
Toxicol. 17, 407–412.
Erkekoglu, P., Giray, B.K., Kizilgün, M., Rachidi, W., Hininger-Favier, I., Roussel, A.M.,
Favier, A., Hincal, F., 2012. Di(2-ethylhexyl)phthalate-induced renal oxidative
stress in rats and protective effect of selenium. Toxicol. Mech. Methods 22, 415–
423.
Euling, S.Y., White, L.D., Kim, A.S., Sen, B., Wilson, V.S., Keshava, C., Keshava, N.,
Hester, S., Ovacik, M.A., Ierapetritou, M.G., Androulakis, I.P., Gaido, K.W., 2013.
Use of genomic data in risk assessment case study: II. Evaluation of the dibutyl
phthalate toxicogenomic data set. Toxicol. Appl. Pharmacol. 271, 349–362.
Evans, N.P., North, T., Dye, S., Sweeney, T., 2004. Differential effects of the endocrine-
disrupting compounds bisphenol-a and octylphenol on gonadotropin secretion, in
prepubertal ewe lambs. Domest. Anim. Endocrinol. 26, 61–73.
Faber, W.D., Deyo, J.A., Stump, D.G., Navarro, L., Ruble, K., Knapp, J., 2007a.
Developmental toxicity and uterotrophic studies with di-2-ethylhexyl
terephthalate. Birth Defects Res. B 80, 396–405.
Faber, W.D., Deyo, J.A., Stump, D.G., Ruble, K., 2007b. Two-generation reproduction
study of di-2-ethylhexyl terephthalate in Crl:CD rats. Birth Defects Res. B 80,
69–81.
Fasano, E., Bono-Blay, F., Cirillo, T., Montuori, P., Lacorte, S., 2012. Migration of
phthalates, alkylphenols, bisphenol a and di(2-ethylhexyl)adipate from food
packaging. Food Control 27, 1332–138.
Feige, J.N., Gelman, L., Rossi, D., Zoete, V., Métivier, R., Tudor, C., Anghel, S.I.,
Grosdidier, A., Lathion, C., Engelborghs, Y., Michielin, O., Wahli, W., Desvergne,
B., 2007. The endocrine disruptor monoethyl-hexyl-phthalate is a selective
peroxisome proliferator-activated receptor c modulator that promotes
adipogenesis. J. Biol. Chem. 282, 19152–19166.
Feinstein, R.N., Fry, R.J.M., Staffeldt, E.F., 1978. Carcinogenic and antitumor effects of
aminotriazole on acatalasemic and normal catalase mice. J. Natl Cancer Inst. 60,
1113–1116.
Fernandez, M.F., Arrebola, J.P., Taouﬁki, J., Navalón, A., Ballesteros, O., Pulgar, R.,
Vilchez, J.L., Olea, N., 2007. Bisphenol-a and chlorinated derivatives in adipose
tissue of women. Reprod. Toxicol. 24, 259–264.
Field, E.A., Price, C.J., Sleet, R.B., George, J.D., Marr, M.C., Myers, C.B., Schwetz, B.A.,
Morrissey, R.E., 1993. Developmental toxicity evaluation of diethyl and
dimethyl phthalate in rats. Teratology 48, 33–44.
Flood, D.E.K., Fernandino, J.I., Langlois, V.S., 2013. Thyroid hormones in male
reproductive development: evidence for direct crosstalk between the androgen
and thyroid hormone axes. Gen. Comp. Endocrinol. 192, 2–14.Foster, P.M.D., 2006. Disruption of reproductive development in male rat offspring
following in utero exposure to phthalate esters. Int. J. Androl. 29, 140–147.
Foster, P.M.D., Lake, B.G., Thomas, L.V., Cook, M.W., Gangolli, S.D., 1981. Studies on
the testicular effects and zinc excretion produced by various isomers of
monobutyl-o-phthalate in the rat. Chem. Biol. Interact. 34, 233–238.
Fromme, H., Küchler, T., Otto, T., Pilz, K., Müller, J., Wenzel, A., 2002. Occurrence of
phthalates and bisphenol A and F in the environment. Water Res. 36, 1429–
1438.
Fujii, S., Yabe, K., Furukawa, M., Hirata, M., Kiguchi, M., Ikka, T., 2005. A two-
generation reproductive toxicity study on diethyl phthalate (DEP) in rats. J.
Toxicol. Sci. 30, 97–116.
Fukuoka, M., Tanimoto, T., Zhou, Y., Kawasaki, N., Tanaka, A., 1989. Mechanism of
testicular atrophy induced by di-n-butyl phthalate in rats. Part 1. J. Appl.
Toxicol. 9, 277–283.
Gayathri, N.S., Dhanya, C.R., Indu, A.R., Kurup, P.A., 2004. Changes in some hormones
by low doses of di (2-ethyl hexyl) phthalate (DEHP), a commonly used
plasticizer in PVC blood storage bags & medical tubing. Indian J. Med. Res. 119,
139–144.
Gazouli, M., Yao, Z.X., Boujrad, N., Corton, J.C., Culty, M., Papadopoulos, V., 2002.
Effect of peroxisome proliferators on leydig cell peripheral-type benzodiazepine
receptor gene expression, hormone-stimulated cholesterol transport, and
steroidogenesis: role of the peroxisome proliferator-activator receptor a.
Endocrinology 143, 2571–2583.
Gibert, Y., Sassi-Messai, A., Fini, J.B., Bernard, L., Zalko, D., Cravedi, J.P., Balaguer, P.,
Andersson-Lendahl, M., Demeneix, B., Laudet, V., 2011. Bisphenol a induces
otolith malformations during vertebrate embryogenesis. BMC Dev. Biol. 11, 1–
17.
Giribabu, N., Sainath, S.B., Reddy, P.S., 2014. Prenatal di-n-butyl phthalate exposure
alters reproductive functions at adulthood in male rats. Environ. Toxicol. 29,
534–544.
Glennemeier, K.A., Denver, R.J., 2002. Developmental changes in interrenal
responsiveness in anuran amphibians. Integr. Comp. Biol. 42, 565–573.
Gonzalez, F.J., 2005. Role of cytochromes P450 in chemical toxicity and oxidative
stress: studies with CYP2E1. Mutat. Res. 569, 101–110.
Grasselli, F., Baratta, L., Baioni, L., Bussolati, S., Ramoni, R., Grolli, S., Basini, G., 2010.
Bisphenol a disrupts granulosa cell function. Domest. Anim. Endocrinol. 39, 34–
39.
Gray, K.M., Janssens, P.A., 1990. Gonadal hormones inhibit the induction of
metamorphosis by thyroid hormones in Xenopus laevis tadpoles in vivo, but
not in vitro. Gen. Comp. Endocrinol. 77, 202–211.
Gray, T.J.B., Lake, B.G., Beamand, J.A., Foster, J.R., Gangolli, S.D., 1983. Peroxisomal
effects of phthalate esters in primary cultures of rat hepatocytes. Toxicology 28,
167–179.
Gray, L.E.J., Barlow, N.J., Howdeshell, K.L., Ostby, J.S., Furr, J.R., Gray, C.L., 2009.
Transgenerational effects of di (2-ethylhexyl) phthalate in the male CRL:CD(SD)
rat: added value of assessing multiple offspring per litter. Toxicol. Sci. 110, 411–
425.
Gupta, R.K., Singh, J.M., Leslie, T.C., Meachum, S., Flaws, J.A., Yao, H.H.C., 2010a. Di-
(2-ethylhexyl) phthalate and mono-(2-ethylhexyl) phthalate inhibit growth
and reduce estradiol levels of antral follicles in vitro. Toxicol. Appl. Pharmacol.
242, 224–230.
Gupta, S.C., Sharma, A., Mishra, M., Mishra, R., Chowdhuri, D.K., 2010b. Heat shock
proteins in toxicology: how close and how far? Life Sci. 86, 377–384.
Hanioka, N., Jinno, H., Nishimura, T., Ando, M., 1998. Suppression of male-speciﬁc
cytochrome P450 isoforms by bisphenol a in rat liver. Arch. Toxicol. 72, 387–
394.
Hannas, B.R., Furr, J., Lambright, C.S., Wilson, V.S., Foster, P.M.D., Gray, L.E.J., 2011.
Dipentyl phthalate dosing during sexual differentiation disrupts fetal testis
function and postnatal development of the male Sprague–Dawley rat with
greater relative potency than other phthalates. Toxicol. Sci. 120, 184–193.
Hauser, R., Meeker, J.D., Singh, N.P., Silva, M.J., Ryan, L., Duty, S., Calafat, A.M., 2007.
DNA damage in human sperm is related to urinary levels of phthalate
monoester and oxidative metabolites. Hum. Reprod. 22, 688–695.
Heimeier, R.A., Das, B., Buchholz, D.R., Shi, Y.B., 2009. The xenoestrogen bisphenol A
inhibits postembryonic vertebrate development by antagonizing gene
regulation by thyroid hormone. Endocrinology 150, 2964–2973.
Hernández-Díaz, S., Mitchell, A.A., Kelley, K.E., Calafat, A.M., Hauser, R., 2009.
Medications as a potential source of exposure to phthalates in the U.S.
population. Environ. Health Perspect. 117, 185–189.
Higuchi, T.T., Palmer, J.S., Gray, L.E.J., Veeramachaneni, D.N.R., 2003. Effects of
dibutyl phthalate in male rabbits following in utero, adolescent, or postpubertal
exposure. Toxicol. Sci. 72, 301–313.
Hofmann, P.J., Schomburg, L., Köhrle, J., 2009. Interference of endocrine disrupters
with thyroid hormone receptor – dependent transactivation. Toxicol. Sci. 110,
125–137.
Horn, O., Nalli, S., Cooper, D., Nicell, J., 2004. Plasticizer metabolites in the
environment. Water Res. 38, 3693–3698.
Hoshino, N., Iwai, M., Okazaki, Y., 2005. A two-generation reproductive toxicity
study of dicyclohexyl phthalate in rats. J. Toxicol. Sci. 30, 79–96.
Hotchkiss, A.K., Rider, C.V., Blystone, C.R., Wilson, V.S., Hartig, P.C., Ankley, G.T.,
Foster, P.M., Gray, C.L., Gray, L.E., 2008. Fifteen years after «wingspread» –
environmental endocrine disrupters and human and wildlife health: where we
are today and where we need to go. Toxicol. Sci. 105, 235–259.
Howdeshell, K.L., Wilson, V.S., Furr, J., Lambright, C.R., Rider, C.V., Blystone, C.R.,
Hotchkiss, A.K., Gray, L.E.J., 2008. A mixture of ﬁve phthalate esters inhibits fetal
86 J. Mathieu-Denoncourt et al. / General and Comparative Endocrinology 219 (2015) 74–88testicular testosterone production in the Sprague–Dawley rat in a cumulative,
dose-additive manner. Toxicol. Sci. 105, 153–165.
Hu, F., Smith, E.E., Carr, J.A., 2008. Effects of larval exposure to estradiol on
spermatogenesis and in vitro gonadal steroid secretion in African clawed frogs,
Xenopus laevis. Gen. Comp. Endocrinol. 155, 190–200.
Huang, P.C., Kuo, P.L., Guo, Y.L., Liao, P.C., Lee, C.C., 2007. Associations between
urinary phthalate monoesters and thyroid hormones in pregnant women. Hum.
Reprod. 22, 2715–2722.
Huang, H., Tan, W., Wang, C.C., Leung, L.K., 2012. Bisphenol A induces corticotropin-
releasing hormone expression in the placental cells JEG-3. Reprod. Toxicol. 34,
317–322.
Hurst, C.H., Waxman, D.J., 2003. Activation of PPARa and PPARc by environmental
phthalate monoesters. Toxicol. Sci. 74, 297–308.
Imaoka, S., Mori, T., Kinoshita, T., 2007. Bisphenol a causes malformation of the head
region in embryos of Xenopus laevis and decreases the expression of the ESR-1
gene mediated by Notch signaling. Biol. Pharm. Bull. 30, 371–374.
Isenberg, J.S., Kamendulis, L.M., Smith, J.H., Ackley, D.C., Pugh, G.J., Lington, A.W.,
Klaunig, J.E., 2000. Effects of di-2-ethylhexyl phthalate (DEHP) on gap-
junctional intercellular communication (GJIC), DNA synthesis, and
peroxisomal beta oxidation (PBOX) in rat, mouse, and hamster liver. Toxicol.
Sci. 56, 73–85.
Isenberg, J.S., Kamendulis, L.M., Ackley, D.C., Smith, J.H., Pugh, G.J., Lington, A.W.,
McKee, R.H., Klaunig, J.E., 2001. Reversibility and persistence of di-2-ethylhexyl
phthalate (DEHP)- and phenobarbital-induced hepatocellular changes in
rodents. Toxicol. Sci. 64, 192–199.
Ishihara, A., Sawatsubashi, S., Yamauchi, K., 2003. Endocrine disrupting chemicals:
interference of thyroid hormone binding to transthyretins and to thyroid
hormone receptors. Mol. Cell. Endocrinol. 199, 105–117.
Iwamuro, S., Sakakibara, M., Terao, M., Ozawa, A., Kurobe, C., Shigeura, T., Kato, M.,
Kikuyama, S., 2003. Teratogenic and anti-metamorphic effects of bisphenol a on
embryonic and larval Xenopus laevis. Gen. Comp. Endocrinol. 133, 189–198.
Iwamuro, S., Yamada, M., Kato, M., Kikuyama, S., 2006. Effects of bisphenol a on
thyroid hormone-dependent up-regulation of thyroid hormone receptor a and
b and down-regulation of retinoid X receptor c in Xenopus tail culture. Life Sci.
79, 2165–2171.
Jarfelt, K., Dalgaard, M., Hass, U., Borch, J., Jacobsen, H., Ladefoged, O., 2005.
Antiandrogenic effects in male rats perinatally exposed to a mixture of di(2-
ethylhexyl) phthalate and di(2-ethylhexyl) adipate. Reprod. Toxicol. 19, 505–
515.
Jobling, S., Casey, D., Rodgers-Gray, T., Oehlmann, J., Schulte-Oehlmann, U.,
Pawlowski, A., Baunbeck, T., Turner, A.P., Tyler, C.R., 2003. Comparative
responses of molluscs and ﬁsh to environmental estrogens and an estrogenic
efﬂuent. Aquat. Toxicol. 65, 205–220.
Johnson, E.F., Palmer, C.N., Grifﬁn, K.J., Hsu, M.H., 1996. Role of the peroxisome
proliferator-activated receptor in cytochrome P450 4A gene regulation. FASEB J.
10, 1241–1248.
Jurgella, G.F., Marwah, A., Malison, J.A., Peterson, R., Barry, T.P., 2006. Effects of
xenobiotics and steroids on renal and hepatic estrogen metabolism in lake
trout. Gen. Comp. Endocrinol. 148, 273–281.
Kasahara, E., Sato, E.F., Miyoshi, M., Konaka, R., Hiramoto, K., Sasaki, J., Tokuda, M.,
Nakano, Y., Inoue, M., 2002. Role of oxidative stress in germ cell apoptosis
induced by di(2-ethylhexyl)phthalate. Biochem. J. 365, 849–856.
Kawai, K., Murakami, S., Senba, E., Yamanaka, T., Fujiwara, Y., Arimura, C., Nozaki, T.,
Takii, M., Kubo, C., 2007. Changes in estrogen receptors a and b expression in
the brain of mice exposed prenatally to bisphenol A. Regul. Toxicol. Pharmacol.
47, 166–170.
Keith, Y., Cornu, M.C., Canning, P.M., Foster, J., Lhuguenot, J.C., Elcombe, C.R., 1992.
Peroxisome proliferation due to di (2-ethylhexyl) adipate, 2-ehtylhexanol and
2-ethylhexanoic acid. Arch. Toxicol. 66, 321–326.
Kelley, K.E., Hernández-Díaz, S., Chaplin, E.L., Hauser, R., Mitchell, A.A., 2012.
Identiﬁcation of phthalates in medications and dietary supplement
formulations in the United States and Canada. Environ. Health Perspect. 120,
379–394.
Kim, S.W., Petersen, R.V., Lee, E.S., 1976. Effect of phthalate plasticizer on blood
compatibility of polyvinyl chloride. J. Pharm. Sci. 65, 670–673.
Kitamura, S., Suzuki, T., Sanoh, S., Kohta, R., Jinno, N., Sugihara, K., Yoshihara, S.,
Fujimoto, N., Watanabe, H., Ohta, S., 2005. Comparative study of the endocrine-
disrupting activity of bisphenol A and 19 related compounds. Toxicol. Sci. 84,
249–259.
Kloas, W., Lutz, I., Einspanier, R., 1999. Amphibians as a model to study endocrine
disruptors: II. Estrogenic activity of environmental chemicals in vitro and
in vivo. Sci. Total Environ. 225, 59–68.
Knudsen, F.R., Pottinger, T.G., 1999. Interaction of endocrine disrupting chemicals,
singly and in combination, with estrogen-, androgen-, and corticosteroid-
binding sites in rainbow trout (Oncorhynchus mykiss). Aquat. Toxicol. 44, 159–
170.
Koch, H.M., Müller, J., Angerer, J., 2007. Determination of secondary, oxidised di-iso-
nonylphthalate (DINP) metabolites in human urine representative for the
exposure to commercial DINP plasticizers. J. Chromatogr. B 847, 114–125.
Kuiper, G.G.J.M., Lemmen, J.G., Carlsson, B.O., Corton, J.C., Safe, S.H., Van der Saag,
P.T., Van der Burg, B., Gustafsson, J.A., 1998. Interaction of estrogenic chemicals
and phytoestrogens with estrogen receptor b. Endocrinology 139, 4252–4263.
Kurata, Y., Kidachi, F., Yokoyama, M., Toyota, N., Tsuchitani, M., Katoh, M., 1998.
Subchronic toxicity of di(2-ethylhexyl)phthalate in commonmarmosets: lack of
hepatic peroxisome proliferation, testicular atrophy, or pancreatic acinar cell
hyperplasia. Toxicol. Sci. 42, 49–56.Kusk, K.O., Krüger, T., Long, M., Taxvig, C., Lykkesfeldt, A.E., Frederiksen, H.,
Andersson, A.M., Andersen, H.R., Hansen, K.M.S., 2011. Endocrine potency of
wastewater: contents of endocrine disrupting chemicals and effects measured
by in vivo and in vitro assays. Environ. Toxicol. Chem. 30, 413–426.
Kwak, H.I., Bae, M.O., Lee, M.H., Lee, Y.S., Lee, B.J., Kang, K.S., Chae, C.H., Sung, H.J.,
Shin, J.S., Kim, J.H., Mar, W.C., 2001. Effects of nonylphenol, bisphenol A, and
their mixture on the viviparous swordtail ﬁsh (Xiphophorus helleri). Environ.
Toxicol. Chem. 20, 787–795.
Lahnsteiner, F., Berger, B., Kletzl, M., Weismann, T., 2005. Effect of bisphenol A on
maturation and quality of semen and eggs in the brown trout, Salmo trutta f.
fario. Aquat. Toxicol. 75, 213–224.
Lahousse, S.A., Wallace, D.G., Liu, D., Gaido, K.W., Johnson, K.J., 2006. Testicular gene
expression proﬁling following prepubertal rat mono-(2-ethylhexyl) phthalate
exposure suggests a common initial genetic response at fetal and prepubertal
ages. Toxicol. Sci. 93, 369–381.
Lake, B.G., Foster, J.R., Collins, M.A., Stubberﬁeld, C.R., Gangolli, S.D., Srivastava, S.P.,
1982. Studies on the effects of orally administered dicyclohexyl phthalate in the
rat. Acta Pharmacol. Toxicol. 51, 217–226.
Latini, G., Scoditto, E., Verrotti, A., De Felice, C., Massaro, M., 2008. Peroxisome
proliferator-activated receptors as mediators of phthalate-induced effects in the
male and female reproductive tract: epidemiological and experimental
evidence. PPAR Res. 2008, 359267.
Lee, S.K., Veeramachaneni, D.N.R., 2005. Subchronic exposure to low concentrations
of di-n-butyl phthalate disrupts spermatogenesis in Xenopus laevis frogs.
Toxicol. Sci. 84, 394–407.
Lee, S.K., Owens, G.A., Veermachaneni, D.N.R., 2005. Exposure to low concentrations
of di-n-butyl phthalate during embryogenesis reduces survivability and impairs
development of Xenopus laevis frogs. J. Toxicol. Environ. Health Part A 68, 763–
772.
Lee, E., Ahn, M.Y., Kim, H.J., Kim, I.Y., Han, S.Y., Kang, T.S., Hong, J.H., Park, K.L., Lee,
B.M., Kim, H.S., 2007. Effect of di(n-butyl) phthalate on testicular oxidative
damage and antioxidant enzymes in hyperthyroid rats. Environ. Toxicol. 22,
245–255.
Lee, Y.J., Lee, E., Kim, T.H., Choi, J.S., Lee, J., Jung, K.K., Kwack, S.J., Kim, K.B., Kang, T.S.,
Han, S.Y., Lee, B.M., Kim, H.S., 2009. Effects of di(2-ethylhexyl) phthalate on
regulation of steroidogenesis or spermatogenesis in testes of Sprague–Dawley
rats. J. Health Sci. 55, 380–388.
Lehmann, K.P., Phillips, S., Sar, M., Foster, P.M.D., Gaido, K.W., 2004. Dose-dependent
alterations in gene expression and testosterone synthesis in the fetal testes of
male rats exposed to di (n-butyl) phthalate. Toxicol. Sci. 81, 60–68.
Leitz, J., Kuballa, T., Rehm, J., Lachenmeier, D.W., 2009. Chemical analysis and risk
assessment of diethyl phthalate in alcoholic beverages with special regard to
unrecorded alcohol. PLoS ONE 4, e8127.
Levy, G., Lutz, I., Krüger, A., Kloas, W., 2004. Bisphenol A induces feminization in
Xenopus laevis tadpoles. Environ. Res. 94, 102–111.
Liang, D.W., Zhang, T., Fang, H.H.P., He, J., 2008. Phthalates biodegradation in the
environment. Appl. Microbiol. Biotechnol. 80, 183–198.
Lington, A.W., Bird, M.G., Plutnick, R.T., Stubbleﬁeld, W.A., Scala, R.A., 1997. Chronic
toxicity and carcinogenic evaluation of diisononyl phthalate in rats. Fundam.
Appl. Toxicol. 36, 79–89.
Lopéz-Carillo, L., Hernández-Ramírez, R.U., Calafat, A.M., Torres-Sánchez, L., Galván-
Portillo, M., Needham, L.L., Ruiz-Ramos, R., Cebrián, M.E., 2010. Exposure to
phthalates and breast cancer risk in northern Mexico. Environ. Health Perspect.
118, 539–544.
Lopéz-Cervantes, J., Paseiro-Losada, P., 2003. Determination of bisphenol A in, and
its migration from, PVC stretch ﬁlm used for food packaging. Food Addit.
Contam. 20, 596–606.
Lovekamp, T.N., Davis, B.J., 2001. Mono-(2-ethylhexyl) phthalate suppresses
aromatase transcript levels and estradiol production in cultured rat granulosa
cells. Toxicol. Appl. Pharmacol. 172, 217–224.
Lutz, I., Kloas, W., 1999. Amphibians as a model to study endocrine disruptors: I.
Environmental pollution and estrogen receptor binding. Sci. Total Environ. 225,
49–57.
Lutz, I., Kloas, W., Springer, T.A., Holden, L.R., Wolf, J.C., Krueger, H.O., Hosmer, A.J.,
2008. Development, standardization and reﬁnement of procedures for
evaluating effects of endocrine active compounds on development and sexual
differentiation of Xenopus laevis. Anal. Bioanal. Chem. 390, 2031–2048.
Makris, S.L., Euling, S.Y., Gray, L.E.J., Bensin, R., Foster, P.M.D., 2013. Use of genomic
data in risk assessment case study: I. Evaluation of the dibutyl phthalate male
reproductive development toxicity data set. Toxicol. Appl. Pharmacol. 271, 336–
348.
Maloney, E.K., Waxman, D.J., 1999. Trans-Activation of PPARa and PPARc by
structurally diverse environmental chemicals. Toxicol. Appl. Pharmacol. 161,
209–218.
Mann, A.H., Price, S.C., Mitchell, F.E., Grasse, P., Hinton, R.H., Bridges, J.W., 1985.
Comparison of the short-term effects of di(2-ethylhexyl) phthalate, di(n-hexyl)
phthalate, and di(n-octyl) phthalate in rats. Toxicol. Appl. Pharmacol. 77, 116–
132.
Mathieu-Denoncourt, J., 2014. Lethal and sublethal effects of phthalates in Western
clawed frog. M. Sc. thesis. Department of Chemistry and Chemical Engineering,
Royal Military College of Canada, Kingston, ON, Canada. 149 pages.
Mayer, F.L.J., Sanders, H.O., 1973. Toxicology of phthalic acid esters in aquatic
organisms. Environ. Health Perspect. 3, 153–157.
Mazzeo, P., Di Pasquale, D., Ruggieri, F., Fanelli, M., D’Archivio, A.A., Carlucci, G.,
2007. HPLC with diode-array detection for the simultaneous determination of
J. Mathieu-Denoncourt et al. / General and Comparative Endocrinology 219 (2015) 74–88 87di(2-ethylhexyl)phthalate and mono(2-ethylhexyl)phthalate in seminal
plasma. Biomed. Chromatogr. 21, 1166–1171.
McCarthy, J.F., Whitmore, D.K., 1985. Chronic toxicity of di-n-butyl and di-n-octyl
phthalate to Daphnia magna and the fathead minnow. Environ. Toxicol. Chem. 4,
167–179.
Metcalfe, C.D., Metcalfe, T.L., Kiparissis, Y., Koenig, B.G., Khan, C., Hughes, R.J., Croley,
T.R., March, R.E., Potter, T., 2001. Estrogenic potency of chemicals detected in
sewage treatment plant efﬂuents as determined by in vivo assays with Japanese
medaka (Oryzias latipes). Environ. Toxicol. Chem. 20, 297–308.
Michael, P.R., Adams, W.J., Werner, A.F., Hicks, O., 1984. Surveillance of phthalate
esters in surface waters and sediments in the United States. Environ. Toxicol.
Chem. 3, 377–389.
Mieritz, M.G., Frederiksen, H., Sørensen, K., Aksglaede, L., Mouritsen, A., Hagen, C.P.,
Skakkebaek, N.E., Andersson, A.M., Juul, A., 2012. Urinary phthalate excretion in
555 healthy Danish boys with and without pubertal gynaecomastia. Int. J.
Androl. 35, 227–235.
Miyata, S., Koike, S., Kubo, T., 1999. Hormonal reversal and the genetic control of sex
differentiation in Xenopus. Zoolog. Sci. 16, 335–340.
Monfort, N., Ventura, R., Platen, P., Hinrichs, T., Brixius, K., Schänzer, W., Thevis, M.,
Geyer, H., Segura, J., 2012. Plasticizers excreted in urine: indication of
autologous blood transfusion in sports. Transfusion 52, 647–657.
Moore, M.C., Thompson, C.W., 1990. Field endocrinology of reptiles: hormonal
control of alternative male reproductive tactics. In: Epple, A., Scanes, C.G.,
Stetson, H. (Eds.), Progress in Comparative Endocrinology. Wiley-Liss, New
York, NY, USA, pp. 685–690.
Moral, R., Wang, R., Russo, I.H., Mailo, D.A., Lamartiniere, C.A., Russo, J., 2007. The
plasticizer butyl benzyl phthalate induces genomic changes in rat mammary
gland after neonatal/prepubertal exposure. BMC Genomics 8, 453.
Moriyama, K., Tagami, T., Akamizu, T., Usui, T., Saijo, M., Kanamoto, N., Hataya, Y.,
Shimatsu, A., Kuzuya, H., Nakao, K., 2002. Thyroid hormone action is disrupted
by bisphenol A as an antagonist. J. Clin. Endocrinol. Metab. 87, 5185–5190.
Munksgaard, E.C., 2004. Leaching of plasticizers from temporary denture soft lining
materials Eur. J. Oral Sci. 112, 101–104.
Mylchreest, E., Cattley, R.C., Foster, P.M.D., 1998. Male reproductive tract
malformations in rats following gestational and lactational exposure to di(n-
butyl) phthalate: an antiandrogenic mechanism? Toxicol. Sci. 43, 47–60.
Mylchreest, E., Sar, M., Cattley, R.C., Foster, P.M.D., 1999. Disruption of androgen-
regulated male reproductive development by di(n-butyl) phthalate during late
gestation in rats is different from ﬂutamide. Toxicol. Appl. Pharmacol. 156, 81–
95.
Mylchreest, E., Wallace, D.G., Cattley, R.C., Foster, P.M.D., 2000. Dose-dependent
alterations in androgen-regulated male reproductive development in rats
exposed to di(n-butyl) phthalate during late gestation. Toxicol. Sci. 55, 143–
151.
Nara, K., Nishiyama, K., Natsugari, H., Takeshita, A., Takahashi, H., 2009. Leaching of
the plasticizer, acetyl tributyl citrate: (ATBC) from plastic kitchen wrap. J.
Health Sci. 55, 281–284.
Nieuwkoop, P., Faber, J., 1994. Normal Table of Xenopus laevis (Daudin). Garland
Publishing Inc., New York.
Noda, M., Ohno, S., Nakajin, S., 2007. Mono-(2-ethylhexyl) phthalate (MEHP)
induces nuclear receptor 4A subfamily in NCI-H295R cells: a possible
mechanism of aromatase suppression by MEHP. Mol. Cell. Endocrinol. 274, 8–
18.
Nomura, Y., Mitsui, N., Bhawal, U.K., Sawajiri, M., Tooi, O., Takahashi, T., Okazaki, M.,
2006. Estrogenic activity of phthalate esters by In vitro VTG assay using
primary-cultured Xenopus hepatocytes. Dent. Mater. J. 25, 533–537.
Noriega, N.C., Howdeshell, K.L., Furr, J., Lambright, C.R., Wilson, V.S., Gray, L.E.J.,
2009. Pubertal administration of DEHP delays puberty, suppresses testosterone
production, and inhibits reproductive tract development in male Sprague–
Dawley and Long–Evans rats. Toxicol. Sci. 111, 163–178.
O’Connor, J.C., Frame, S.R., Ladics, G.S., 2002. Evaluation of a 15-day screening assay
using intact male rats for identifying antiandrogens. Toxicol. Sci. 69, 92–108.
Oehlmann, J., Schulte-Oehlmann, U., Tillmann, M., Markert, B., 2000. Effects of
endocrine disruptors on prosobranch snails (mollusca: gastropoda) in the
laboratory. Part I: bisphenol A and octylphenol as xeno-estrogens.
Ecotoxicology 9, 383–397.
Oehlmann, J., Schulte-Oehlmann, U., Bachmann, J., Oetken, M., Lutz, I., Kloas, W.,
Ternes, T.A., 2006. Bisphenol A induces superfeminization in the ramshorn snail
Marisa cornuarietis (gastropoda: prosobranchia) at environmentally relevant
concentrations. Environ. Health Perspect. 114, 127–133.
Oehlmann, J., Oetken, M., Schulte-Oehlmann, U., 2008. A critical evaluation of the
environmental risk assessment for plasticizers in the freshwater environment
in Europe, with special emphasis on bisphenol A and endocrine disruption.
Environ. Res. 108, 140–149.
Oehlmann, J., Schulte-Oehlmann, U., Kloas, W., Jagnytsch, O., Lutz, I., Kusk, K.O.,
Wollenberger, L., Santos, E.M., Paull, G.C., Van Look, K.J.W., Tyler, C.R., 2009. A
critical analysis of the biological impacts of plasticizers on wildlife. Philos.
Trans. R. Soc. B. 364, 2047–2062.
Ohashi, A., Kotera, H., Hori, H., Hibiya, M., Watanabe, K., Murakami, K., Hasegawa,
M., Tomita, M., Hiki, Y., Sugiyama, S., 2005. Evaluation of endocrine disrupting
activity of plasticizers in polyvinyl chloride tubes by estrogen receptor alpha
binding assay. J. Artif. Organs 8, 252–256.
Ohtani, H., Miura, I., Ichikawa, Y., 2000. Effects of dibutyl phthalate as an
environmental endocrine disruptor on gonadal sex differentiation of genetic
males of the frog Rana rugosa. Environ. Health Perspect. 108, 1189–1193.Olea, N., Pulgar, R., Pérez, P., Olea-Serrano, F., Rivas, A., Novillo-Fertrell, A., Pedraza,
V., Soto, A.M., Sonnenschein, C., 1996. Estrogenicity of resin-based composites
and sealants used in dentistry. Environ. Health Perspect. 104, 298–305.
Panagiotidou, E., Zerva, S., Mitsiou, D.J., Alexis, M.N., Kitraki, E., 2014. Perinatal
exposure to low-dose bisphenol A affects the neuroendocrine stress response in
rats. J. Endocrinol. 220, 207–218.
Parks, L.G., Ostby, J.S., Lambright, C.R., Abbott, B.D., Klinefelter, G.R., Barlow, N.J.,
Gray, L.E.J., 2000. The plasticizer diethylhexyl phthalate induces malformations
by decreasing fetal testosterone synthesis during sexual differentiation in the
male rat. Toxicol. Sci. 58, 339–349.
Pathirana, I.N., Kawate, N., Tsuji, M., Takahashi, M., Hatoya, S., Inaba, T., Tamada, H.,
2011. In vitro effects of estradiol-17b, monobutyl phthalate and mono-(2-
ethylhexyl) phthalate on the secretion of testosterone and insulin-like peptide 3
by interstitial cells of scrotal and retained testes in dogs. Theriogenology 76,
1227–1233.
Patyna, P., Cooper, K.R., 2000. Multigeneration reproductive effects of three
phthalate esters in Japanese medaka (Oryzias latipes). Mar. Environ. Res. 50,
191–199.
Patyna, P.J., Brown, R.P., Davi, R.A., Letinski, D.J., Thomas, P.E., Cooper, K.R.,
Parkerton, T.F., 2006. Hazard evaluation of diisononyl phthalate and
diisodecyl phthalate in a Japanese medaka multigenerational assay.
Ecotoxicol. Environ. Saf. 65, 36–47.
Pereira, C., Mapuskar, K., Rao, C.V., 2006. Chronic toxicity of diethyl phthalate in
male Wistar rats – a dose-response study. Regul. Toxicol. Pharmacol. 45, 169–
177.
Pettersson, I., Berg, C., 2007. Environmentally relevant concentrations of
ethynylestradiol cause female-biased sex ratios in Xenopus tropicalis and Rana
temporaria. Environ. Toxicol. Chem. 26, 1005–1009.
Pettersson, I., Arukwe, A., Lundstedt-Enkel, K., Mortensen, A.S., Berg, C., 2006.
Persistent sex-reversal and oviducal agenesis in adult Xenopus (Silurana)
tropicalis frogs following larval exposure to the environmental pollutant
ethynylestradiol. Aquat. Toxicol. 79, 356–365.
Phoenix, C.H., Goy, R.W., Gerall, A.A., Young, W.C., 1959. Organizing action of
prenatally administered testosterone propionate on the tissues mediating
mating behavior in the female guinea pig. Endocrinology 65, 369–382.
Phrakonkham, P., Viengchareun, S., Belloir, C., Lombès, M., Artur, Y., Canivenc-
Lavier, M.C., 2008. Dietary xenoestrogens differentially impair 3T3-L1
preadipocyte differentiation and persistently affect leptin synthesis. J. Steroid
Biochem. Mol. Biol. 110, 95–103.
Pickford, D.B., Hetheridge, M.J., Caunter, J.E., Hall, A.T., Hutchinson, T.H., 2003.
Assessing chronic toxicity of bisphenol A to larvae of the African clawed frog
(Xenopus laevis) in a ﬂow-through exposure system. Chemosphere
53, 223–235.
Planelló, R., Herrero, O., Martínez-Guitarte, J.L., Morcillo, G., 2011. Comparative
effects of butyl benzyl phthalate (BBP) and di(2-ethylhexyl) phthalate (DEHP)
on the aquatic larvae of Chironomus riparius based on gene expression assays
related to the endocrine system, the stress response and ribosomes. Aquat.
Toxicol. 105, 62–70.
Poimenova, A., Markaki, E., Rahiotis, C., Kitraki, E., 2010. Corticosterone-regulated
actions in the rat brain are affected by perinatal exposure to low dose of
bisphenol A. Neuroscience 167, 741–749.
Ren, H., Aleksunes, L.M., Wood, C., Vallanat, B., George, M.H., Klaassen, C.D., Corton,
J.C., 2010. Characterization of peroxisome proliferator-activated receptor
alpha–independent effects of PPARa activators in the rodent liver: di-(2-
ethylhexyl) phthalate also activates the constitutive-activated receptor. Toxicol.
Sci. 113, 45–59.
Richter, C.A., Birnbaum, L.S., Farabollini, F., Newbold, R.R., Rubin, B.S., Talsness, C.E.,
Vandenbergh, J.G., Walser-Kuntz, D.R., vom Saal, F.S., 2007. In vivo effects of
bisphenol a in laboratory rodent studies. Reprod. Toxicol. 24, 199–224.
Rider, C.V., Furr, J., Wilson, V.S., Gray Jr., L.E., 2008. A mixture of seven antiandrogens
induces reproductive malformations in rats. Int. J. Androl. 31, 249–262.
Rubin, B.S., Murray, M.K., Damassa, D.A., King, J.C., Soto, A.M., 2001. Perinatal
exposure to low doses of bisphenol A affects body weight, patterns of estrous
cyclicity, and plasma LH levels. Environ. Health Perspect. 109, 675–680.
Rykowska, I., Wasiak, W., 2006. Properties, threats, and methods of analysis of
bisphenol A and its derivatives. Acta Chromatogr. 16, 7–27.
Saillenfait, A.M., Sabaté, J.P., Gallissot, F., 2006. Developmental toxic effects of
diisobutyl phthalate, the methyl-branched analogue of di-n-butyl phthalate,
administered by gavage to rats. Toxicol. Lett. 165, 39–46.
Saillenfait, A.M., Roudot, A.C., Gallissot, F., Sabaté, J.P., Chagnon, M.C., 2011.
Developmental toxic potential of di-n-propyl phthalate administered orally to
rats. J. Appl. Toxicol. 31, 36–44.
Sakaue, M., Ohsako, S., Ishimura, R., Kurosawa, S., Kurohmaru, M., Hayashi, Y., Aoki,
Y., Yonemoto, J., Tohyama, C., 2001. Bisphenol-A affects spermatogenesis in the
adult rat even at low dose. J. Occup. Health 43, 185–190.
Salian, S., Doshi, T., Vanage, G., 2009. Impairment in protein expression proﬁle of
testicular steroid receptor coregulators in male rat offspring perinatally
exposed to bisphenol A. Life Sci. 85, 11–18.
Sathyanarayana, S., Karr, C.J., Lozano, P., Brown, E., Calafat, A.M., Liu, F., Swan, S.H.,
2008. Baby care products: possible sources of infant phthalate exposure.
Pediatrics 121, e260–e268.
Savabieasfahani, M., Kannan, K., Astapova, O., Evans, N.P., Padmanabhan, V., 2006.
Developmental programming: differential effects of prenatal exposure to
bisphenol-A or methoxychlor on reproductive function. Endocrinology 147,
5956–5966.
88 J. Mathieu-Denoncourt et al. / General and Comparative Endocrinology 219 (2015) 74–88Schoonjans, K., Staels, B., Auwerx, J., 1996. The peroxisome proliferator activated
receptors (PPARs) and their effects on lipid metabolism and adipocyte
differentiation. Biochem. Biophys. Acta 1302, 93–109.
Segner, H., Caroll, K., Fenske, M., Janssen, C.R., Maack, G., Pascoe, D., Schäfers, C.,
Vandenbergh, G.F., Watts, M., Wenzel, A., 2003. Identiﬁcation of endocrine-
disrupting effects in aquatic vertebrates and invertebrates: report from the
European IDEA project. Ecotoxicol. Environ. Saf. 54, 302–314.
Shen, H.Y., Jiang, H.L., Mao, H.L., Pan, G., Zhou, L., Cao, Y.F., 2007. Simultaneous
determination of seven phthalates and four parabens in cosmetic products
using HPLC–DAD and GC–MS methods. J. Sep. Sci. 30, 48–54.
Shen, O., Wu, W., Du, G., Liu, R., Yu, L., Sun, H., Han, X., Jiang, Y., Shi, W., Hu, W., Song,
L., Xia, Y., Wang, S., Wang, X., 2011. Thyroid disruption by d-n-butyl phthalate
(DBP) and mono-n-butyl phthalate (MBP) in Xenopus laevis. PLoS ONE 6,
e19159.
Shibata, N., Matsumoto, J., Nakada, K., Yuasa, A., Yokota, H., 2002. Male-speciﬁc
suppression of hepatic microsomal UDP-glucoronosyltransferase activities
toward sex hormones in the adult male rat administered bisphenol A.
Biochem. J. 368, 783–788.
Shono, T., Kai, H., Suita, S., Nawata, H., 2000. Time-speciﬁc effects of mono-n-butyl
phthalate on the transabdominal descent of the testis in rat fetuses. BJU Int. 86,
121–125.
Shultz, V.D., Phillips, S., Sar, M., Foster, P.M.D., Gaido, K.W., 2001. Altered gene
proﬁles in fetal rat testes after in utero exposure to di(n-butyl) phthalate.
Toxicol. Sci. 64, 233–242.
Sobarzo, C.M., Lustig, L., Ponzio, R., Suescun, M.O., Denduchis, B., 2009. Effects of
di(2-ethylhexyl) phthalate on gap and tight junction protein expression in the
testis of prepubertal rats. Microsc. Res. Tech. 72, 868–877.
Sohoni, P., Tyler, C.R., Hurd, K., Caunter, J., Hetheridge, M., Williams, T., Woods, C.,
Evans, M., Toy, R., Gargas, M., Sumpter, J.P., 2001. Reproductive effects of long-
term exposure to bisphenol A in the fathead minnow (Pimephales promelas).
Environ. Sci. Technol. 35, 2917–2925.
Soliman, M.A., Pedersen, J.A., Park, H., Castaneda-Jimenez, A., Stenstrom, M.K.,
Suffet, I.H., 2007. Human pharmaceuticals, antioxidants, and plasticizers in
wastewater treatment plant and water reclamation plant efﬂuents. Water
Environ. Res. 79, 156–167.
Sone, K., Hinago, M., Kitayama, A., Morokuma, J., Ueno, N., Watanabe, H., Iguchi, T.,
2004. Effects of 17b-estradiol, nonylphenol, and bisphenol-A on developing
Xenopus laevis embryos. Gen. Comp. Endocrinol. 138, 228–236.
Srivastava, S.P., Srivastava, S., Saxena, D.K., Chandra, S.V., Seth, P.K., 1990. Testicular
effects of di-n-butyl phthalate (DBP): biochemical and histopathological
alterations. Arch. Toxicol. 64, 148–152.
Staples, C.A., Peterson, D.R., Parkerton, T.F., Adams, W.J., 1997. The environmental
fate of phthalate esters: a literature review. Chemosphere 35, 667–749.
Staples, C.A., Dorn, P.B., Klecka, G.M., O’Block, S.T., Harris, L.R., 1998. A review of the
environmental fate, effects, and exposures of bisphenol A. Chemosphere 36,
2149–2173.
Štrac, I.V., Pušic´, M., Gajski, G., Garaj-Vrhovac, V., 2013. Presence of phthalate esters
in intravenous solution evaluated using gas chromatography–mass
spectrometry method. J. Appl. Toxicol. 33, 214–219.
Stroheker, T., Picard, K., Lhuguenot, J.C., Canivenc-Lavier, M.C., Chagnon, M.C., 2004.
Steroid activities comparison of natural and food wrap compounds in human
breast cancer cell lines. Food Chem. Toxicol. 42, 887–897.
Struve, M.F., Gaido, K.W., Hensley, J.B., Lehmann, K.P., Ross, S.M., Sochaski, M.A.,
Willson, G.A., Dorman, D.C., 2009. Reproductive toxicity and pharmacokinetics
of di-n-butyl phthalate (DBP) following dietary exposure of pregnant rats. Birth
Defects Res. B Dev. Reprod. Toxicol. 86, 345–354.
Sugiyama, S.I., Shimada, N., Miyoshi, H., Yamauchi, K., 2005. Detection of thyroid
system-disrupting chemicals using in vitro and in vivo screening assays in
Xenopus laevis. Toxicol. Sci. 88, 367–374.
Sun, Y., Irie, M., Kishikawa, N., Wada, M., Kuroda, N., Nakashima, K., 2004.
Determination of bisphenol A in human breast milk by HPLC with column-
switching and ﬂuorescence detection. Biomed. Chromatogr. 18, 501–507.
Suzuki, M.R., Kikuyama, S., 1983. Corticoids augment nuclear binding capacity for
triiodothyronine in bullfrog tadpole tail ﬁns. Gen. Comp. Endocrinol. 52, 272–
278.
Suzuki, T., Yaguchi, K., Suzuki, S., 2001. Monitoring of phthalic acid monoesters in
river water by solid-phase extraction and GC–MS determination. Environ. Sci.
Technol. 35, 3757–3763.
Suzuki, T., Nakagawa, Y., Takano, I., Yaguchi, K., Yasuda, K., 2004a. Environmental
fate of bisphenol A and its biological metabolites in river water and their xeno-
estrogenic activity. Environ. Sci. Technol. 38, 2389–2396.
Suzuki, E., Kunimoto, M., Nishizuka, M., Imagawa, M., 2004b. Evaluation of ability of
chemicals to bind frog (Xenopus laevis) estrogen receptor by in vitro binding
assay. J. Health Sci. 50, 685–688.
Takeshita, A., Igarashi-Migitaka, J., Nishiyama, K., Takahashi, H., Takeuchi, Y.,
Koibuchi, N., 2011. Acetyl tributyl citrate, the most widely used phthalate
substitute plasticizer, induces cytochrome p450 3a through steroid and
xenobiotic receptor. Toxicol. Sci. 123, 460–470.
Talsness, C.E., Andrade, A.J.M., Kuriyama, S.N., Taylor, J.A., vom Saal, F.S., 2009.
Components of plastic: experimental studies in animals and relevance for
human health. Philos. Trans. R. Soc. B 364, 2079–2096.
Tan, B.L.L., Mustafa, A.M., 2003. Leaching of bisphenol A from new and old babies’
bottles, and new babies’ feeding teats. Asia Pac. J. Public Health 15, 118–123.Teil, M.J., Blanchard, M., Dargnat, C., Larcher-Tiphagne, K., Chevreuil, M., 2007.
Occurrence of phthalate diesters in rivers of the Paris district (France). Hydrol.
Process. 21, 2515–2525.
Thibaut, R., Porte, C., 2004. Effects of endocrine disrupters on sex steroid synthesis
and metabolism pathways in ﬁsh. J. Steroid Biochem. Mol. Biol. 92, 485–494.
Thompson, C.J., Ross, S.M., Gaido, K.W., 2004. Di(n-butyl) phthalate impairs
cholesterol transport and steroidogenesis in the fetal rat testis through a
rapid and reversible mechanism. Endocrinology 145, 1227–1237.
Topping, D.C., Ford, G.P., Evans, J.G., Lake, B.G., O’Donoghue, J.L., Lockhart Jr., H.B.,
1987. Peroxisome induction studies on di(2-ethylhexyl)terephthalate. Toxicol.
Ind. Health 3, 63–78.
Tyl, R.W., Myers, C.B., Marr, M.C., Fail, P.A., Seely, J.C., Brine, D.R., Barter, R.A., Butala,
J.H., 2004. Reproductive toxicity evaluation of dietary butyl benzyl phthalate
(BBP) in rats. Reprod. Toxicol. 18, 241–264.
Uren-Webster, T.M., Lewis, C., Filby, A.L., Paull, G.C., Santos, E.M., 2010. Mechanisms
of toxicity of di(2-ethylhexyl)phthalate on the reproductive health of male
zebraﬁsh. Aquat. Toxicol. 99, 360–369.
Vandenberg, L.N., Hauser, R., Marcus, M., Olea, N., Welshons, W.V., 2007. Human
exposure to bisphenol A (BPA). Reprod. Toxicol. 24, 139–177.
Ward, J.M., Peter, J.M., Perella, C.M., Gonzalez, F.J., 1998. Receptor and nonreceptor-
mediated organ-speciﬁc toxicity of di(2-ethylhexyl) phthalate (DEHP) in
peroxisome proliferator-activated receptor a-null mice. Toxicol. Pathol. 26,
240–246.
Warren, J.R., Lalwani, N.D., Reddy, J.K., 1982. Phthalate esters as peroxisome
proliferator carcinogens. Environ. Health Perspect. 45, 35–40.
Wei, X., Wan, H.T., Zhao, Y.G., Wong, M.H., Giesy, J.P., Wong, C.K.C., 2012. Effects of
perinatal exposure to bisphenol A and di(2-ethyhexyl)-phthalate on gonadal
development of male mice. Environ. Sci. Pollut. Res. 19, 2515–2527.
Wenzel, A., Franz, C., Breous, E., Loos, U., 2005. Modulation of iodide uptake by
dialkyl phthalate plasticisers in FRTL-5 rat thyroid follicular cells. Mol. Cell.
Endocrinol. 244, 63–71.
Wilkinson, C.F., Lamb, J.C., 1999. The potential health effects of phthalate esters in
children’s toys: a review and risk assessment. Regul. Toxicol. Pharmacol. 30,
140–155.
Wilson, V.S., Lambright, C., Furr, J., Ostby, J., Wood, C., Held, G., Gray, L.E.J., 2004.
Phthalate ester-induced gubernacular lesions are associated with reduced insl3
gene expression in the fetal rat testis. Toxicol. Lett. 146, 207–215.
Wirnitzer, U., Rickenbacher, U., Katerkamp, A., Schachtrupp, A., 2011. Systemic
toxicity of di-2-ethylhexyl terephthalate (DEHT) in rodents following four
weeks of intravenous exposure. Toxicol. Lett. 205, 8–14.
Wittassek, M., Koch, H.M., Angerer, J., Brüning, T., 2011. Assessing exposure to
phthalates- the human biomonitoring approach. Mol. Nutr. Food Res. 55, 7–31.
Xu, C., Chen, J.A., Qiu, Z., Zhao, Q., Luo, J., Yang, L., Zeng, H., Huang, Y., Zhang, L., Cao,
J., Shu, W., 2010. Ovotoxicity and PPAR-mediated aromatase downregulation in
female Sprague–Dawley rats following combined oral exposure to
benzo[a]pyrene and di-(2-ethylhexyl) phthalate. Toxicol. Lett. 199, 323–332.
Xu, S.Y., Zhang, H., He, P.J., Shao, L.M., 2011. Leaching behaviour of bisphenol A from
municipal solid waste under landﬁll environment. Environ. Technol. 32, 1269–
1277.
Yamamoto, T., Yasuhara, A., 1999. Quantities of bisphenol A leached from plastic
waste samples. Chemosphere 38, 2569–2576.
Yamasaki, K., Okuda, H., Takeuchi, T., Minobe, Y., 2009. Effects of in utero through
lactational exposure to dicyclohexyl phthalate and p,p0-DDE in Sprague–Dawley
rats. Toxicol. Lett. 189, 14–20.
Yang, L., Zha, J., Zhang, X., Li, W., Li, Z., Wang, Z., 2010. Alterations in mRNA
expression of steroid receptors and heat shock proteins in the liver of rare
minnow (Grobiocypris rarus) exposed to atrazine and p,p0-DDE. Aquat. Toxicol.
98, 381–387.
Ye, T., Kang, M., Huang, Q.S., Fang, C., Chen, Y.J., Shen, H.Q., Dong, S.J., 2014. Exposure
to DEHP and MEHP from hatching to adulthood causes reproductive
dysfunction and endocrine disruption in marine medaka (Oryzias melasigma).
Aquat. Toxicol. 146, 115–126.
Yokota, H., Tsuruda, Y., Maeda, M., Oshima, Y., Tadokoro, H., Nakazono, A., Honjo, T.,
Kobayashi, K., 2000. Effects of bisphenol A on the early life stage in Japanese
medaka (Oryzias latipes). Environ. Toxicol. Chem. 19, 1925–1930.
Zacharewski, T.R., Meek, M.D., Clemons, J.H., Wu, Z.F., Fielden, M.R., Matthews, J.B.,
1998. Examination of the in vitro and in vivo estrogenic activities of eight
commercial phthalate esters. Toxicol. Sci. 46, 282–293.
Zhang, X., Chang, H., Wiseman, S., He, Y., Higley, E., Jones, P., Wong, C.K.C., Al-
Khedhairy, A., Giesy, J.P., Hecker, M., 2011. Bisphenol a disrupts steroidogenesis
in human H295R cells. Toxicol. Sci. 121, 320–327.
Zheng, Z., He, P.J., Shao, L.M., Lee, D.J., 2007. Phthalic acid esters in dissolved
fractions of landﬁll leachates. Water Res. 41, 4696–4702.
Zhou, J., Cai, Z.H., Xing, K.Z., 2011a. Potential mechanisms of phthalate ester
embryotoxicity in the abalone Haliotis diversicolor supertexta. Environ. Pollut.
159, 1114–1122.
Zhou, J., Zhu, X.S., Cai, Z.H., 2011b. Inﬂuences of DMP on the fertilization process and
subsequent embryogenesis of abalone (Haliotis diversicolor supertexta) by
gametes exposure. PLoS ONE 6, e25951.
Zoeller, R.T., 2005. Environmental chemicals as thyroid hormone analogues: new
studies indicate that thyroid hormone receptors are targets of industrial
chemicals? Mol. Cell. Endocrinol. 242, 10–15.
